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I. REAL PARTY IN INTEREST 

The real party in interest is Genentech, Inc., South San Francisco, California, by an 
assignment of the parent application, U.S. Patent Application Serial No. 09/941,992 recorded 
November 16, 2001, at Reel 012176 and Frame 0450. 

II. RELATED APPEALS AND INTERFERENCES 

The claims pending in the current application are directed to a polypeptide referred to 
herein as "PR0341." There exist two related patent applications: (1) U.S. Patent Application 
Serial No. 09/941,992, filed August 28, 2001 (containing claims directed to PR0341 
polypeptides), and (2) U.S. Patent Application Serial No. 09/991,150, filed November 16, 2001 
(containing claims directed to nucleic acids encoding PR0341 polypeptides). These two related 
applications are also under final rejection from the same Examiner and based upon the same 
outstanding rejections, appeals of these final rejections are being pursued independently and 
concurrently herewith. 

III. STATUS OF CLAIMS 

A copy of the rejected claims in the present Appeal is provided as Appendix A. 

IV. STATUS OF AMENDMENTS 

Except for the amendment to correct inventorship filed on January 27, 2005, which has 
been entered, no further amendments were submitted after the final rejection mailed 
February 8, 2005. All previous amendments have been entered. 

V. SUMMARY OF CLAIMED SUBJECT MATTER 

The invention claimed in the present application is related to an isolated antibody that 
specifically binds to the polypeptide of SEQ ID NO: 20 (Claim 119), referred to in the present 
application as "PR0341." The invention is further directed to monoclonal antibodies 
(Claim 120), humanized antibodies (Claim 121), antibody fragments (Claim 122), and labeled 
antibodies (Claim 123) that specifically bind to the polypeptide of SEQ ID NO:20. The PR0341 
gene was shown for the first time in the present application to be significantly amplified in 
human lung cancers as compared to normal, non-cancerous human tissue controls 
(Example 170). 
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Support for the preparation and uses of antibodies is found throughout the specification, 
including, for example, pages 390-395. The preparation of antibodies is described in 
Example 144, while Example 145 describes the use of the antibodies for purifying the 
polypeptides to which they bind. Isolated antibodies are defined in the specification at page 315, 
line 3 1 . Support for monoclonal antibodies is found in the specification at, for example, 
page 390, line 17, to page 392, line 3. Support for humanized antibodies is found in the 
specification at, for example, page 392, line 4, to page 393, line 6. Support for antibody 
fragments is found in the specification at, for example, page 314, line 30 onwards. Support for 
labeled antibodies is found in the specification at, for example, page 316, lines 3. 

The polypeptide of SEQ ID NO:20 is designated PR0341, and its amino acid sequence is 
shown in Figure 12, while the encoding nucleic acid sequence (SEQ ID NO:19) is shown in 
Figure 11. Page 288, lines 14-17 of the specification provides the description for Figures 12 and 
11. The cDNA for PR0341 was deposited under ATCC accession number 209792. The 
isolation of cDNA clones encoding PR0341 of SEQ ID NO:20 is described in Example 107. 
Examples 140-143 and page 376, line 12 onwards describe the expression of PRO polypeptides 
in various host cells, including E. coli, mammalian cells, yeast and Baculovirus-infected insect 
cells. 

Finally, Example 170, in the specification at page 539, line 19, to page 555, line 5, sets 
forth a 'Gene Amplification assay 1 which shows that the PR0341 gene is amplified in the 
genome of certain human lung cancers (see Table 9 A, page 550, third column). The profiles of 
various primary lung tumors used for screening the PRO polypeptide compounds of the 
invention in the gene amplification assay are summarized on Table 8, page 546 of the 
specification. 



VI. 



ISSUES BEFORE THE BOARD 



1. 



Whether Claims 1 19-123 satisfy the utility requirement under 35 U.S.C. 



§§101/112, first paragraph. 
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VIL ARGUMENTS 

Summary of the Arguments 
Issue 1: Utility/ Enablement 

Claims 1 19-123 stand rejected under 35 U.S.C. §101 as allegedly lacking either a specific 
and substantial asserted utility or a well established utility (Page 2 of the Final Office Action 
mailed February 8, 2005). 

Claims 1 19-123 stand further rejected under 35 U.S.C. §1 12, first paragraph, allegedly 
"since the claimed invention is not supported by either a specific and substantial asserted utility 
or a well established utility for the reasons set forth above, one skilled in the art clearly would 
not know how to use the claimed invention." (Page 2 of the Final Office Action mailed 
February 8, 2005). 

Appellants have previously submitted that patentable utility of the PR0341 polypeptides 
and their antibodies is based upon the gene amplification data for the gene encoding the PR0341 
polypeptide. The specification discloses that the gene encoding PR0341 showed significant 
amplification, ranging from 2.173 to 2.514 fold in three different lung primary tumors . 
Appellants have also submitted, with their Response filed October 24, 2003, the Declaration of 
Dr. Audrey Goddard, which explains that a gene identified as being amplified at least 2-fold by 
the disclosed gene amplification assay in a tumor sample relative to a normal sample is useful as 
a marker for the diagnosis of cancer , for monitoring cancer development and/or for measuring 
the efficacy of cancer therapy. Therefore, one of ordinary skill would find it credible that the 
claimed PR0341 polypeptides, and therefore their antibodies have utility as markers for the 
diagnosis of lung tumors . 

However, the Examiner asserted on page 4, line 6 of the Final Office Action mailed 
February 8, 2005 that amplification of the PR0341 polynucleotide does not impart a specific, 
substantial, and credible utility to the PR0341 antibody since, "the specification provides data 
showing a very small increase in DNA copy number, approximately 2-fold, in only three out of 
fourteen lung tumor samples for PR0341 . . ..(i)t was imperative to find evidence in the relevant 
scientific literature whether or not a small increase in DNA copy number would be considered by 
the skilled artisan to be predictive of increase in mRNA and polypeptide levels." In support of 
this assertion, the Examiner cited references by Pennica et al, Konopka et al and Haynes et al 
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Appellants submit that, the combined teachings of Pennica et al and Konopka et al are 
not directed towards genes in general but to a single gene or genes within a single family and 
thus, their teachings cannot support a general conclusion regarding correlation between gene 
amplification and mRNA or protein levels. Furthermore, Haynes et al in fact, support the 
Appellants position that in general, gene amplification increases mRNA expression . Therefore, a 
prima facie case for lack of utility has not been established based on the teachings of these 
references. 

Furthermore, Appellants have submitted ample evidence to show that, in general, if a 
gene is amplified in cancer, it is more likely than not that the encoded protein will be expressed 
at an elevated level. First, the articles by Orntoft et al, Hyman et al, and Pollack et al (made of 
record in Appellants' Response filed November 15, 2004) collectively teach that in general gene 
amplification increases mRNA expression . Second, the Declaration of Dr. Paul Polakis (made of 
record in Appellants' Response filed November 15, 2004), principal investigator of the Tumor 
Antigen Project of Genentech, Inc., the assignee of the present application, shows that, in 
general, there is a correlation between mRNA levels and polypeptide levels . 

Appellants further note that the sale of gene expression chips to measure mRNA levels is 
a highly successful business, with a company such as Affymetrix recording 168.3 million dollars 
in sales of their GeneChip arrays in 2004, Clearly, the research community believes that the 
information obtained from these chips is useful {i.e., that it is more likely than not informative of 
the protein level). 

Taken together, although there are some examples in the scientific art that do not fit 
within the central dogma of molecular biology that there is a correlation between DNA, mRNA, 
and polypeptide levels, these instances are exceptions rather than the rule . In the majority of 
amplified genes , as exemplified by Haynes et al, Orntoft et al y Hyman et al, Pollack et al, and 
the Polakis Declaration, the teachings in the art overwhelmingly show that gene amplification 
influences gene expression at the mRNA and protein levels . Therefore, one of skill in the art 
would reasonably expect in this instance, based on the amplification data for the PR0341 gene, 
that the PR0341 polypeptide is concomitantly overexpressed. Thus, the claimed PR0341 
polypeptides have utility in the diagnosis of cancer. 
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Appellants further submit that even if there is no correlation between gene amplification 
and increased mRNA/protein expression, (which Appellants expressly do not concede), a 
polypeptide encoded by a gene that is amplified in cancer would still have a specific, substantial, 
and credible utility. Appellants submit that, as evidenced by the Ashkenazi Declaration (made of 
record in Appellants 1 Response filed October 24, 2003) and the teachings of Hanna and Mornin 
(made of record in Appellants 1 Response filed November 15, 2004), simultaneous testing of gene 
amplification and gene product over-expression enables more accurate tumor classification , even 
if the gene-product, the protein, is not over-expressed. This leads to better determination of a 
suitable therapy for the tumor, as demonstrated by the real-world example of the breast cancer 
marker HER-2/neu. 

Accordingly, Appellants submit that when the proper legal standard is applied, one 
should reach the conclusion that the present application discloses at least one patentable utility 
for the claimed PR0341 polypeptides and their antibodies in the diagnosis of cancer. Based on 
such a utility, one of skill in the art would know exactly how to use the claimed polypeptides for 
diagnosis of cancer, without any undue experimentation. The specification provides ample 
guidance to allow the skilled artisan, including a detailed protocol for the gene amplification 
assay, and detailed guidance as to how to identify and make polypeptides of PR0341 (SEQ ID 
NO:20) and detailed guidance on how to make and use antibodies to PR0341 (SEQ ID NO:20). 
Accordingly, one of ordinary skill in the art would understand how to make and use the recited 
antibodies without any undue experimentation. 

Response to Rejections 

Issue 1. Claims 119-123 are Supported by a Credible, Specific and Substantial Asserted 
Utility, and Thus Meet the Utility Requirement of 35 U.S.C. §§101/112, First Paragraph 

The sole basis for the Examiner's rejection of Claim 1 19-123 under this section is that the 

data presented in Example 170 of the present specification is allegedly insufficient under the 

present legal standards to establish a patentable utility under 35 U.S.C. §§101/112, first 

paragraph for the presently claimed subject matter. Appellants strongly disagree and, therefore, 

respectfully traverse the rejection. 
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A. The Legal Standard For Utility Under 35 U.S.C. §101 

According to 35 U.S.C. §101: 

Whoever invents or discovers any new and useful process, machine, manufacture, 
or composition of matter, or any new and useful improvement thereof, may obtain 
a patent therefor, subject to the conditions and requirements of this title. 
(Emphasis added). 

In interpreting the utility requirement, in Brenner v. Manson, the Supreme Court held 
that the quid pro quo contemplated by the U.S. Constitution between the public interest and the 
interest of the inventors required that a patent applicant disclose a "substantial utility" for his or 

2 

her invention, i.e., a utility "where specific benefit exists in currently available form." The 
Court concluded that "a patent is not a hunting license. It is not a reward for the search, but 
compensation for its successful conclusion. A patent system must be related to the world of 

commerce rather than the realm of philosophy." 3 

4 

Later, in Nelson v. Bowler, the C.C.P.A. acknowledged that tests evidencing 
pharmacological activity of a compound may establish practical utility, even though they may 
not establish a specific therapeutic use. The Court held that "since it is crucial to provide 
researchers with an incentive to disclose pharmaceutical activities in as many compounds as 
possible, we conclude adequate proof of any such activity constitutes a showing of practical 

utility." 5 

6 

In Cross v. lizuka, the C.A.F.C. reaffirmed Nelson, and added that in vitro results might 
be sufficient to support practical utility, explaining that "in vitro testing, in general, is relatively 



1 Brenner v. Manson, 383 U.S. 519, 148 U.S.P.Q. (BNA) 689 (1966). 

2 Id. at 534, 148 U.S.P.Q. (BNA) at 695. 

3 Id. at 536, 148 U.S.P.Q. (BNA) at 696. 

4 Nelson v. Bowler, 626 F.2d 853, 206 U.S.P.Q. (BNA) 881 (C.C.P.A. 1980). 

5 Id. at 856, 206 U.S.P.Q. (BNA) at 883. 

6 Cross v. lizuka, 753 F.2d 1047, 224 U.S.P.Q. (BNA) 739 (Fed. Cir. 1985). 
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less complex, less time consuming, and less expensive than in vivo testing. Moreover, in vitro 
results with the particular pharmacological activity are generally predictive of in vivo test results, 

7 

i.e., there is a reasonable correlation there between.' 1 The Court perceived, "No insurmountable 
difficulty" in finding that, under appropriate circumstances, "m vitro testing, may establish a 

8 

practical utility." 

The case law has also clearly established that Appellants' statements of utility are usually 

9 

sufficient, unless such statement of utility is unbelievable on its face. The PTO has the initial 
burden to prove that Appellants 1 claims of usefulness are not believable on their face. In 
general, an Appellant's assertion of utility creates a presumption of utility that will be sufficient 
to satisfy the utility requirement of 35 U.S.C. §101, "unless there is a reason for one skilled in 

11 12 

the art to question the objective truth of the statement of utility or its scope." ' 

Compliance with 35 U.S.C. §101 is a question of fact. 13 The evidentiary standard to be 
used throughout ex parte examination in setting forth a rejection is a preponderance of the 

14 

totality of the evidence under consideration. Thus, to overcome the presumption of truth that 
an assertion of utility by the Appellant enjoys, the Examiner must establish that it is more likely 

7 Id. at 1050, 224 U.S.P.Q. (BNA) at 747. 



9 In re Gazave, 379 F.2d 973, 154 U.S.P.Q. (BNA) 92 (C.C.P.A. 1967). 



11 In reLanger, 503 R2d 1380,1391, 183 U.S.P.Q. (BNA) 288, 297 (C.C.P.A. 1974). 

12 See also In re Jolles, 628 F.2d 1322, 206 USPQ 885 (C.C.P.A. 1980); In re Irons, 340 
F.2d 974, 144 USPQ 351 (1965); In re Sicken, 566 F.2d 1154, 1159, 196 USPQ 209,212-13 
(C.C.P.A. 1977). 

13 Raytheon v. Roper, 724 F.2d 951, 956, 220 U.S.P.Q. (BNA) 592, 596 (Fed. Cir. 1983) 
cert denied, 469 US 835 (1984). 

14 In re Oetiker, 977 F.2d 1443, 1445, 24 US.P.Q.2d (BNA) 1443, 1444 (Fed. Cir. 

1992). 
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than not that one of ordinary skill in the art would doubt the truth of the statement of utility. 
Only after the Examiner made a proper prima facie showing of lack of utility, does the burden of 
rebuttal shift to the Appellant. The issue will then be decided on the totality of evidence. 

The well established case law is clearly reflected in the Utility Examination Guidelines 

("Utility Guidelines")/ 5 which acknowledge that an invention complies with the utility 
requirement of 35 U.S.C. §101, if it has at least one asserted "specific, substantial, and credible 
utility" or a "well-established utility." Under the Utility Guidelines, a utility is "specific" when 
it is particular to the subject matter claimed. For example, it is generally not enough to state that 
a nucleic acid is useful as a diagnostic without also identifying the conditions that are to be 
diagnosed. 

In explaining the "substantial utility" standard, M.P.E.P. §2107.01 cautions, however, 
that Office personnel must be careful not to interpret the phrase "immediate benefit to the 
public" or similar formulations used in certain court decisions to mean that products or services 
based on the claimed invention must be "currently available" to the public in order to satisfy the 
utility requirement. "Rather, any reasonable use that an applicant has identified for the invention 
that can be viewed as providing a public benefit should be accepted as sufficient, at least with 

regard to defining a 'substantial' utility.'" 16 Indeed, the Guidelines for Examination of 
Applications for Compliance With the Utility Requirement/ 7 gives the following instruction to 
patent examiners: "If the Appellant has asserted that the claimed invention is useful for any 
particular practical purpose . . . and the assertion would be considered credible by a person of 
ordinary skill in the art, do not impose a rejection based on lack of utility." 

B. Proper Application of the Legal Standard 

Appellants respectfully submit that the data presented in Example 170 starting on 
page 539 of the specification of the specification and the cumulative evidence of record, which 

15 66 Fed. Reg. 1092(2001). 

16 M.P.E.P. §2107.01. 

17 M.P.E.P. §2107 11(B)(1). 
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underlies the current dispute, indeed support a "specific, substantial and credible" asserted utility 
for the presently claimed invention. 

Example 170 describes the results obtained using a very well-known and routinely 
employed polymerase chain reaction (PCR)-based assay, the TaqMan™ PCR assay, also referred 
to herein as the gene amplification assay. This assay allows one to quantitatively measure the 
level of gene amplification in a given sample, say, a tumor extract, or a cell line. It was well 
known in the art at the time the invention was made that gene amplification is an essential 
mechanism for oncogene activation. Appellants isolated genomic DNA from a variety of primary 
cancers and cancer cell lines that are listed in Table 9 (pages 539 onwards of the specification), 
including primary lung and colon cancers of the type and stage indicated in Table 8 (page 546). 
The tumor samples were tested in triplicates with Taqman™ primers and with internal controls, 
beta-actin and GADPH in order to quantitatively compare DNA levels between samples (page 
548, lines 33-34). As a negative control, DNA was isolated from the cells of ten normal healthy 
individuals, which was pooled and used as a control (page 539, lines 27-29) and also, no- 
template controls (page 548, lines 33-34). The results of TaqMan™ PCR are reported in ACt 
units, as explained in the passage on page 539, lines 37-39. One unit corresponds to one PCR 
cycle or approximately a 2-fold amplification, relative to control, two units correspond to 4-fold, 
3 units to 8-fold amplification and so on . Using this PCR-based assay, Appellants showed that 
the gene encoding for PR0341 was significantly amplified , that is, it showed approximately 
1.12-1.33 ACt units which corresponds to 2 l 12 -2 1 33 - fold amplification or 2.173 fold to 2.514- 
fold amplification in three lung tumors. 

In support of their showing that these gene amplification values are significant, 

Appellants submitted, in their Response filed October 24, 2003, a Declaration by Dr. Audrey 

Goddard. Appellants particularly draw the Board's attention to page 3 of the Goddard 

Declaration which clearly states that: 

It is further my considered scientific opinion that an at least 2-fold increase in 
gene copy number in a tumor tissue sample relative to a normal (i.e., non-tumor) 
sample is significant and useful in that the detected increase in gene copy number 
in the tumor sample relative to the normal sample serves as a basis for using 
relative gene copy number as quantitated by the TaqMan PCR technique as a 
diagnostic marker for the presence or absence of tumor in a tissue sample of 
unknown pathology. Accordingly, a gene identified as being amplified at least 2- 
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fold by the quantitative TaqMan PCR assay in a tumor sample relative to a normal 
sample is useful as a marker for the diagnosis of cancer, for monitoring cancer 
development and/or for measuring the efficacy of cancer therapy. (Emphasis 
added). 

Accordingly, the 2.173-fold to 2.514-fold amplification observed for PR0341 in the three 
lung tumors would be considered significant and credible by one skilled in the art, based upon 
the facts disclosed in the Goddard Declaration. 

Appellants note that the Examiner points out throughout the Office Action, and especially 

on page 4 of the Final Office Action mailed on February 8, 2005, that: 

"the specification provides data showing a very small increase in DNA copy 
number, approximately 2-fold, in only three out of fourteen lung tumor samples 
for PR0341 . . ..(i)t was imperative to find evidence in the relevant scientific 
literature whether or not a small increase in DNA copy number would be 
considered by the skilled artisan to be predictive of increase in mRNA and 
polypeptide levels." 

Appellants also note that the Examiner seems to be applying a heightened utility standard 

in this instance, which is legally incorrect. Appellants showed that the gene encoding for 

PR0341 was significantly amplified 2.173 fold to 2.514-fold, in three lung tumors. These values 

are considered significant based on the Declaration by Dr. Audrey Goddard discussed above. By 

referring to the 2.173-fold to 2.514-fold amplification as "small," the Examiner appears to ignore 

the teachings within an expert's declaration without any basis, or without presenting any 

evidence to the contrary . Appellants respectfully draw the Examiner's attention to the Utility 

Examination Guidelines (Part IIB, 66 Fed. Reg. 1098 (2001)) which states that: 

"Office personnel must accept an opinion from a qualified expert that is based 
upon relevant facts whose accuracy is not being questioned; it is improper to 
disregard the opinion solely because of a disagreement over the significance or 
meaning of the facts offered". 

Thus, barring evidence to the contrary, Appellants maintain that the fold amplification 
disclosed for the PR0341 gene is significant and forms the basis for the utility claimed herein. 

Further, the Examiner seems concerned that data is provided " in a few tumor samples for 
PRQ341 " Appellants emphasize that they have shown significant DNA amplification in three 
out of the fourteen (3/14) lung tumor samples in Table 9A, Example 170 of the instant 
specification. The fact that 3/14 lung tumors tested positive in this study does not make the gene 
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amplification data, by any means, less significant or spurious. As any skilled artisan in the field 
of oncology would easily appreciate, not all tumor markers are generally associated with every 
tumor, or even, with most tumors. In fact, some tumor markers are useful for identifying rare 
malignancies . That is, the association of the tumor marker with a particular type of tumor lesion 
may be rare, or, the occurrence of that particular kind of tumor lesion itself may be rare. In 
either event, even these rare tumor markers which do not give a positive hit for most common 
tumors, have great value in tumor diagnosis, and consequently, in tumor prognosis . The skilled 
artisan would certainly know that such tumor markers are very useful for better classification of 
tumors. Therefore, whether the PR0341 gene is amplified in three lung tumors or in most lung 
tumors is not relevant to its identification as a tumor marker, or its patentable utility. Rather, 
whether the amplification data for PR0341 is considered significant is what lends support to its 
usefulness as a tumor marker. 

It is also well known that gene amplification occurs in most solid tumors, which includes 
lung carcinomas, and is generally associated with poor prognosis. Therefore, the PR0341 gene 
becomes an important diagnostic marker to identify such malignant lung carcinomas, even when 
the lung malignancy associated with PRQ341 molecule is a rare occurrence . Accordingly, the 
present specification clearly discloses enough evidence that the gene encoding the PR0341 
polypeptide is significantly amplified in certain types of lung carcinoma tumors and is therefore, 
a valuable diagnostic marker for identifying certain types of lung carcinomas. 

In addition, Example 170 in the specification further discloses, "Amplification is 
associated with overexpression of the gene product, indicating that the polypeptides are useful 
targets for therapeutic intervention in certain cancers such as colon, lung, breast and other 
cancers and diagnostic determination of the presence of those cancers" (emphasis added). 
Besides, Appellants have submitted ample evidence (discussed below) to show that, in general, if 
a gene is amplified in cancer, it is more likely than not that the encoded protein will be expressed 
at an elevated level as well. 

Therefore, the teachings in the specification show that the gene encoding for PR0341 
was significantly amplified 2.173 fold to 2.514-fold, in three lung tumors. 
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A prima facie Case of Lack of Utility Has Not Been Established 

Based on the cited references, Pennica et al. 9 Haynes et al and Konopka et al, the 

Examiner says on Page 5, line 2 of the Final Office action that: 

"it was clear that one skilled in the art would not assume that a small increase in 
gene copy number would correlate with significantly increased mRNA or 
polypeptide levels. One skilled in the art would do further research to determine 
whether or not the PR0341 polypeptide levels increased significantly in the tumor 
samples." 

Appellants strongly disagree. Appellants submit that the Examiner applied an improper 
legal standard when making this rejection. The evidentiary standard to be used throughout ex 
parte examination of a patent application is a preponderance of the totality of the evidence under 
consideration. Thus, to overcome the presumption of truth that an assertion of utility by the 
applicant enjoys, the Examiner must establish that it is more likely than not that one of ordinary 
skill in the art would doubt the truth of the statement of utility. Only after the Examiner has 
made a proper prima facie showing of lack of utility, does the burden of rebuttal shift to the 
Appellant. 

Accordingly, it is not a legal requirement to establish a necessary correlation between an 
increase in the copy number of the DNA and protein expression levels that would correlate to the 
disease state or that it is imperative to find evidence that DNA amplification is " necessarily " or 
"always" associated with overexpression of the gene product. Appellants respectfully submit 
that when the proper evidentiary standard is applied, a correlation must be acknowledged. 

First of all, the teachings of Pennica et al are specific to WISP genes, a specific class of 
closely related molecules. Pennica et al. showed that there was good correlation between DNA 
and mRNA expression levels for the WISP-1 gene but not for WISP-2 and WISPS genes. 

But, the fact that in the case of closely related molecules, there seemed to be no 
correlation between gene amplification and the level of mRNA/protein expression does not 
establish that it is more likely than not, in general, that such correlation does not exist. As 
discussed above, the standard is not absolute certainty . Pennica et al. has no teaching 
whatsoever about the correlation of gene amplification and protein expression for genes in 
general . 
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Through Pennica's teachings, the Examiner has not shown that the lack or correlation 
observed for the family of WISP polypeptides is typical of most genes . Indeed, the working 
hypothesis among those skilled in the art is that, if a gene is amplified in cancer, the encoded 
protein is likely to be expressed at an elevated level. In fact, as noted even in Pennica et al, 
"[a]n analysis of WISP A gene amplification and expression in human colon tumors showed a 
correlation between DNA amplification and over-expression ..." (Pennica et al, page 14722, 
left column, first full paragraph, emphasis added). Accordingly, Appellants respectfully submit 
that Pennica et al teaches nothing conclusive regarding the absence of correlation between gene 
amplification and over-expression of mRNA or polypeptides in most genes, in general. 

Similarly, in Konopka et al, Appellants submit that the Examiner has generalized a very 
specific result disclosed by Konopka et al to cover all genes. Konopka et al actually state that 
"[p]rotein expression is not related to amplification of the abl gene but to variation in the level of 

bcr-ab\ mRNA produced from a single Ph 1 template." (See Konopka et al, Abstract, emphasis 
added). The paper does not teach anything whatsoever about the correlation of protein 
expression and gene amplification in general and provides no basis for the generalization that 
apparently underlies the present rejection. The statement of Konopka et al that "[p]rotein 
expression is not related to amplification of the abl gene ..." is not sufficient to establish a 
prima facie case of lack of utility. 

In conclusion, to establish a prima facie case of lack of utility, it is not enough to show 
that for one particular gene, a correlation does not exist. Rather, the law requires that the 
Examiner has to show evidence that it is more likely than not that such correlation, in general 
does not exist. Such a showing has not been made, therefore, the Examiner has not made a 
sufficient case for a prima facie case of lack of utility and therefore, the Patent Office has failed 
to meet its initial burden of proof that Appellants' claims of utility are not substantial. 

Actually, one of the cited references, Haynes et al, showed that " there was a general 
trend, although no strong correlation between protein [expression] and transcript levels." (see 
Figure 1 and page 1863, paragraph 2.1, last line). When the proper legal standard is used, this 
clearly supports Appellants' position. This is all that's needed to meet the "more likely than not" 
evidentiary standard. Again, accurate prediction is not the standard . 
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Thus, the Examiner has not established a prima facie case for lack of utility. Rather, 
based on the significant gene amplification data observed for PR0341 in three lung tumors, 
Appellants submit that PR0341 and its antibodies have patentable utility as a lung carcinoma 
tumor marker and further submit that this part of the utility rejection is improper. 

It is "more likely than not" for amplified genes to have increased mRNA and 
protein levels 

In fact, Appellants have submitted ample, scientific literature evidence (submitted with 
Appellants' Response November 15, 2004) to show that, in general, if a gene is amplified in 
cancer, it is more likely than not that the encoded protein will be expressed at an elevated level. 

First, the articles by Orntoft et aL, Hyman et aL, and Pollack et aL, (made of record in 
Appellants' Response filed November 15, 2004) collectively teach that in general gene 
amplification increases mRNA expression . Appellants submit that these and numerous other 
articles show that generally, if a gene is amplified in cancer, it is more likely than not that the 
mRNA transcript will be expressed at an elevated level. For example, Orntoft et aL studied 
transcript levels of 5600 genes in malignant bladder cancers, many of which were linked to the 
gain or loss of chromosomal material using an array-based method. Orntoft et aL showed that 
there was a gene dosage effect and taught that "in general (18 of 23 cases) chromosomal areas 
with more than 2-fold gain of DNA showed a corresponding increase in mRNA transcripts" (see 
column 1, abstract). In addition, Hyman et aL showed, using CGH analysis and cDNA 
microarrays which compared DNA copy numbers and mRNA expression of over 12,000 genes in 
breast cancer tumors and cell lines, that there was "evidence of a prominent global influence of 
copy number changes on gene expression levels." (See page 6244, column 1, last paragraph). 
Additional supportive teachings were also provided by Pollack et aL, who studied a series of 
primary human breast tumors and showed that ". . .62% of highly amplified genes show 
moderately or highly elevated expression, and DNA copy number influences gene expression 
across a wide range of DNA copy number alterations (deletion, low-, mid- and high-level 
amplification), and that on average, a 2-fold change in DNA copy number is associated with a 
corresponding 1.5-fold change in mRNA levels." Thus, these articles collectively teach that in 
general, gene amplification increases mRNA expression . 
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In addition, in their Response filed November 15, 2004, Appellants submitted a 
Declaration by Dr. Polakis, principal investigator of the Tumor Antigen Project of Genentech, 
Inc., the assignee of the present application, to show that mRNA expression correlates well with 
protein levels, in general. As Dr. Polakis explains, the primary focus of the microarray project 
was to identify tumor cell markers useful as targets for both the diagnosis and treatment of 
cancer in humans. The scientists working on the project extensively rely on results of microarray 
experiments in their effort to identify such markers. As Dr. Polakis explains, using microarray 
analysis, Genentech scientists have identified approximately 200 gene transcripts (mRNAs) that 
are present in human tumor cells at significantly higher levels than in corresponding normal 
human cells. To the date of the Declaration, they have generated antibodies that bind to about 30 
of the tumor antigen proteins expressed from these differentially expressed gene transcripts and 
have used these antibodies to quantitatively determine the level of production of these tumor 
antigen proteins in both human cancer cells and corresponding normal cells. Having compared 
the levels of mRNA and protein in both the tumor and normal cells analyzed, they found a very 
good correlation between mRNA and corresponding protein levels. Specifically, in 
approximately 80% of their observations they have found that increases in the level of a 
particular mRNA correlates with changes in the level of protein expressed from that mRNA. 
While the proper legal standard is to show that the existence of correlation between mRNA and 
polypeptide levels is more likely than not, in approximately 80% of the cases , the researchers 
found that increases in the level of a particular mRNA correlated with changes in the level of 
protein expressed from that mRNA when human tumor cells are compared with their 
corresponding normal cells , which greatly exceeds this legal standard. Based on these 
experimental data and his vast scientific experience of more than 20 years, Dr. Polakis states 
that, for human genes, increased mRNA levels typically correlate with an increase in abundance 
of the encoded protein. He further confirms that "it remains a central dogma in molecular 
biology that increased mRNA levels are predictive of corresponding increased levels of the 
encoded protein." Therefore, Dr. Polakis* research, which is referenced in his Declaration, shows 
that, in general there is a correlation between increased mRNA and polypeptide levels . 

Appellants further note that the sale of gene expression chips to measure mRNA levels is 
a highly successful business, with a company such as Affymetrix recording 168.3 million dollars 
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in sales of their GeneChip® arrays in 2004. Clearly, the resear ch community believe that the 
information obtained from these chips is useful {i.e., that it is more likely than not that the results 
are informative of protein levels). 

Therefore, in the majority of amplified genes , the teachings in the art, overwhelmingly 
show that gene amplification influences gene expression at the mRNA and protein levels. 

However, in the Final Office Action (page 6) mailed February 8, 2005, the Examiner 

alleges regarding Orntoft et aL, Hyman et al. and Pollack et al that: 

"Orntoft et al do not appear to look at gene amplification, mRNA levels and 
polypeptide levels from a single gene at a time. . ..Orntoft et al concentrated on 
regions of chromosomes with strong gains of chromosomal material containing 
clusters of genes (p.40). This analysis was not done for PR0341 in the instant 
specification. That is, it is not clear whether or not PR0341 is in a gene cluster in 
a region of a chromosome that is highly amplified. Therefore, the relevance, if 
any of Orntoft et al. is not clear." 

"Hyman et al. used the same CGH approach in their research. Less than half 
(44%) of highly amplified genes showed mRNA overexpression (abstract).. .. 
Therefore, Hyman et al also do not support utility of the polypeptides of the 
instant invention." 

"Pollack et al, also used CGH technology, concentrating on large chromosome 
regions showing high amplification (p. 12965). Pollack et al did not investigate 
polypeptide levels. ... Therefore, Pollack et al also do not support the asserted 
utility of the claimed invention." 

Appellants respectfully point out that in Orntoft et al, 1,800 genes that yielded an 
increase or decrease in mRNA expression in two invasive tumors compared to the two non- 
invasive papillomas were then mapped to chromosomal locations. The chromosomes had 
already been analyzed for amplification by hybridizing tumor DNA to normal metaphase 
chromosomes (CGH). Orntoft et al used CGH alterations as the independent variable and 
estimated the frequency of expression alterations of the 1,800 genes in the chromosomal areas. 
Orntoft et al found that in general (77% and 80% concordance) areas with a strong gain of 
chromosomal material contained a cluster of genes having increased mRNA expression (see 
page 40). Orntoft et al state, "For both tumors TCC733 (p<0.015) and TCC827 (p<0.00003) a 
highly significant correlation was observed between the level of CGH ratio change (reflecting 
the DNA copy number) and alterations detected by the array based technology" (see page 41, 
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column 1). Orntoft et aL, also studied the relation between altered mRNA and protein levels 
using 2D-PAGE analysis. Orntoft et aL state, "In general there was a highly significant 
correlation (p<0.005) between mRNA and protein alterations.. . . 26 well focused proteins whose 
genes had a known chromosomal location were detected in TCCs 733 and 335, and of these 19 
correlated (p<0.005) with the mRNA changes detected using the arrays. 1 ' (See page 42, column 
2 to page 34, column 2). Accordingly, Orntoft et al. clearly support Appellants 1 position that 
proteins expressed by genes that are amplified in tumors are useful as cancer markers. The 
Examiner has stated that Appellants have not indicated whether PR0341 is in a gene cluster 
region of a chromosome. Appellants fail to see how this is relevant to the analysis. Orntoft et aL 
did not limit their findings to only those regions of amplified gene clusters. 

Appellants respectfully submit that the Examiner has mischaracterized the methods used 
by Hyman et aL and Pollack et al in their analysis. These papers did not use traditional CGH 
analysis to identify amplified genes. Hyman et aL and Pollack et aL did gene-by-gene analysis 
across all chromosomes. In Hyman et aL, 13,824 cDNA clones were placed on glass slides in a 
microarray and genomic DNA from breast cancer cell lines and normal human WBCs was 
hybridized to the cDNA sequences. For expression analysis, RNA from tumor cell lines was 
hybridized on the same microarrays. The 13,824 arrayed cDNA clones were analyzed for gene 
expression and gene copy number in 14 breast cancer cell lines. Hyman et aL state, "The results 
illustrate a considerable influence of copy number on gene expression patterns." For example, 
Hyman et al. teach that "[u]p to 44% of the highly amplified transcripts (CGH ratio, >2.5) were 
overexpressed {i.e., belonged to the global upper 7% of expression ratios) compared with only 
6% for genes with normal copy number." (See page 6242, column. 1). Further, Hyman et aL 
state that "[t]he cDNA/CGH microarray technique enables the direct correlation of copy number 
and expression data on a gene-by-gene basis throughout the genome." (See page 6242, 
column 2). Therefore, the analysis performed by Hyman et aL was on a gene-by gene basis, and 
clearly shows that "it is more likely than not" that a gene which is amplified in tumor cells will 
have increased gene expression. 

In Pollack et aL, DNA copy number alteration across 6,691 mapped human genes in 44 
predominantly advanced primary breast tumors and 10 breast cancer cell lines was profiled. 
Pollack et al. further state, "Parallel microarray measurements of mRNA levels reveal the 
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remarkable degree to which variation in gene copy number contributes to variation in gene 

expression in tumor cells." (See Abstract). "Genome-wide, of 1 17 high-level DNA 

amplifications (fluorescence ratios >4, and representing 91 different genes), 62% (representing 

54 different genes; . . .) are found associated with at least moderately elevated mRNA levels 

(mean-centered fluorescence ratios >2), and 42% (representing 36 different genes) are found 

associated with comparably highly elevated mRNA levels (mean-centered fluorescence ratios 

>4)." (See page 12966, column 1). Therefore, the analysis performed by Pollack et al was also 

done on a gene-by gene basis, and clearly shows that "it is more likely than not" that a gene 

which is amplified in tumor cells will have increased gene expression. 

With regard to the correlation between mRNA expression and protein levels, the 

Examiner has asserted that the Polakis Declaration is insufficient to overcome the rejection of 

pending claims 119-123 since; 

"the instant specification provides no information regarding increased mRNA 

levels of PR0341 . . ..only gene amplification data was presented the 

declaration is insufficient to overcome the rejection of claims 1 19-123 . . ..since it 
is limited to a discussion of data regarding the correlation of mRNA levels and 
polypeptide levels, and not gene amplification levels and polypeptide levels. 
Furthermore, the declaration does not provide data such that the Examiner can 
independently draw conclusions." (last paragraph, pages 7-8 of the Final Action). 

Appellants respectfully submit that Dr. Polakis 1 Declaration was presented to support the 

position that there is a correlation between mRNA levels and polypeptide levels, the correlation 

between gene amplification and mRNA levels having already been established by the data shown 

in the Orntoft et al, Hyman et al, and Pollack et al articles. Appellants further emphasize that 

the opinions expressed in the Polakis Declaration, including in the above quoted statement, are 

all based on factual findings. Regarding the non-acceptance of the Polakis declaration by the 

Examiner, Appellants draw the Examiner's attention to case law that clearly establishes that in 

considering affidavit evidence, the Examiner must consider all of the evidence of record anew 

(In re Rinehart, 531 F.2d 1084, 189 USPQ 143 (C.C.P.A. 1976) and In re Piasecki, 745 F.2d. 

1015, 226 USPQ 881 (Fed. Cir. 1985)). "After evidence or argument is submitted by the 

applicant in response, patentability is determined on the totality of the record, by a 

preponderance of the evidence with due consideration to persuasiveness of argument" (In re 

Alton, 37 USPQ2d 1578 (Fed. Cir 1966) at 1584 quoting In re Oetiker, 977 F.2d 1443, 1445, 24 
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USPQ2d 1443, 1444 (Fed. Cir. 1992)). Furthermore, the Federal Court of Appeals held in In re 
Alton, "We are aware of no reason why opinion evidence relating to a fact issue should not be 
considered by an examiner" (In re Alton, supra.). Appellants further draw the Examiner's 
attention to the Utility Examination Guidelines (Part IIB, 66 Fed. Reg. 1098 (2001)) which 
states, 

"Office personnel must accept an opinion from a qualified expert that is based 
upon relevant facts whose accuracy is not being questioned; it is improper to 
disregard the opinion solely because of a disagreement over the significance or 
meaning of the facts offered." 

The statement in question from the Polakis Declaration that "it is my considered scientific 
opinion that for human genes, an increased level of mRNA in a tumor cell relative to a normal 
cell typically correlates to a similar increase in abundance of the encoded protein in the tumor 
cell relative to the normal cell" is based on his own experimental findings, which is clearly set 
forth in the Declaration. Accordingly, the fact-based conclusions of Dr. Polakis would be 
considered reasonable and accurate by one skilled in the art. 

The Examiner further cites the Hu et al. reference (page 8, line 8 of the Final Action) and 
concludes that: 

"the literature cautions researchers from drawing conclusions based on small 
changes in transcript expression levels between normal and cancerous 
tissue. . ;..Hu et al. discovered that genes displaying a 5-fold change or less 
(mRNA expression) in tumors compared to normal showed no evidence of a 
correlation between altered gene expression and a known role in the disease. 
However, among genes with a 10- fold or more change in expression level, there 
was a strong and significant correlation between expression level and a published 
role in the disease (see discussion section)" (emphasis added). 

Appellants respectfully submit that, contrary to the Examiner's assertion, the Hu et al 
reference does not conclusively establish a prima facie case for lack of utility for the PR0341 
molecule, for the reasons outlined below. 

The Hu et al reference is entitled "Analysis of Genomic and Proteomic Data using 

Advanced Literature Mining " (emphasis added). Therefore, as the title itself suggests, the 

conclusions in this reference are based upon statistical analysis of information obtained from 

published literature, and not from experimental data. Hu et al performed statistical analysis to 

provide evidence for a relationship between mRNA expression and biological function of a given 
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molecule (as in disease). The conclusions of Hu et al however, only apply to a specific type of 
breast tumor (estrogen receptor (ERVpositive breast tumor ) and cannot be generalized to breast 
cancer genes in general, let alone to cancer genes in general. Interestingly, the observed 
correlation was only found among ER-positive (breast) tumors not ER-negative tumors." (See 
page 412, left column). 

Moreover, the analytical methods utilized by Hu et al have certain statistical drawbacks, 
as the authors themselves admit. For instance, according to Hu et aL, " different statistical 
methods " were applied to " estimate the strength of gene-disease relationships and evaluated the 
results." (See page 406, left column, emphasis added). Using these different statistical methods, 
Hu et al "[a]ssessed the relative strengths of gene-disease relationships based on the frequency 
of both co-citation and single citation." (See page 41 1, left column). As is well known in the art, 
different statistical methods allow different variables to be manipulated to affect the resulting 
outcome. In this regard, the authors disclose that, "Initial attempts to search the literature" using 
the list of genes, gene names, gene symbols, and frequently used synonyms generated by the 
authors "revealed several sources of false positives and false negatives." (See page 406, right 
column). The authors add that the false positives caused by "duplicative and unrelated meanings 
for the term" were "difficult to manage." Therefore, in order to minimize such false positives, 
Hu et al disclose that these terms "had to be eliminated entirely, thereby reducing the false 
positive rate but unavoidably under-representing some genes. " Id. (emphasis added). Hence, Hu 
et al had to manipulate certain aspects of the input data , in order to generate, in their opinion, 
meaningful results. Further, because the frequency of citation for a given molecule and its 
relationship to disease only reflects the current research interest of a molecule, and not the true 
biological function of the molecule, as the authors themselves acknowledge, the " [relationship 
established by frequency of co-citation do not necessarily represent a true biological link ." (See 
page 411, right column). Therefore, based on these findings, the authors add, "[t]his may reflect 
a bias in the literature to study the more prevalent type of tumor in the population. Furthermore, 
this emphasizes that caution must be taken when interpreting experiments that may contain 
subpopulations that behave very differently." Id. (Emphasis added). In other words, some 
molecules may have been underrepresented merely because they were less frequently cited or 
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studied in literature compared to other more well-cited or studied genes. Therefore, Hu et a/.'s 
conclusions do not represent genes in general . 

Therefore, Appellants submit that, based on the nature of the statistical analysis 
performed herein, and in particular, based on Hu's analysis of one class of genes, namely, the 
estrogen receptor (ER)-positive breast tumor genes, the conclusions drawn by the Examiner, 
namely that, "genes displaying a 5-fold change or less (mRNA expression) in tumors compared 
to normal showed no evidence of a correlation between altered gene expression and a known role 
in the disease (in general)" is not reliably supported . 

Therefore summarizing the conclusions drawn from the references cited so far, although 
there are some examples in the scientific art that do not fit within the central dogma of molecular 
biology that there is a correlation between polypeptide and mRNA levels, these instances are 
exceptions rather than the rule. In the majority of amplified genes , the teachings in the art, as 
exemplified by Orntoft et aL, Hyman et aL, Pollack et aL, the Polakis Declaration, etc. 
overwhelmingly show that gene amplification influences gene expression at the mRNA and 
protein levels. The references cited by the Examiner, namely, Pennica et aL and Konopka et aL, 
Hu et aL, are not sufficient to establish a prima facie case of lack of utility since they do not 
teach anything whatsoever about the correlation of protein expression and gene amplification for 
genes in general . In fact, one of the Examiner's cited reference, Haynes et aL supports the 
Appellants position that gene amplification mostly correlates well with protein expression 
because most of the 80 diverse, yeast genes studied in Haynes showed some positive correlation 
(see Figure 1 of Haynes et aL). To establish a prima facie case of lack of utility, the Examiner 
must establish that it is more likely than not that one of ordinary skill in the art would doubt the 
truth of the statement of utility made by the Appellants. Such a showing has clearly not been 
done. Therefore, one of skill in the art would reasonably expect, based on the amplification data 
for the PR0341 gene, that the PR0341 polypeptide is also concomitantly overexpressed. 

Appellants submit that even assuming arguendo that a prima facie case of lack of utility 
(that it is more likely than not that there is no correlation between gene amplification and 
increased mRNA/protein expression) were established, which Appellants submit is not true, a 
polypeptide encoded by a gene that is amplified in cancer would still have a specific, substantial, 
and credible utility. In support, Appellants respectfully draw the Board's attention to page 2 of 
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the Declaration of Dr. Avi Ashkenazi (submitted with the Response filed October 24, 2003) 

which explains that, 

even when amplification of a cancer marker gene does not result in significant 
over-expression of the corresponding gene product, this very absence of gene 
product over-expression still provides significant information for cancer diagnosis 
and treatment. 

Thus, even if over-expression of the gene product does not parallel gene amplification in 
certain tumor types, parallel monitoring of gene amplification and gene product over-expression 
enables more accurate tumor classification and hence better determination of suitable therapy. In 
addition, absence of over-expression is crucial information for the practicing clinician. If a gene 
is amplified in a tumor, but the corresponding gene product is not over-expressed, the clinician 
will decide not to treat a patient with agents that target that gene product. This not only saves 
money, but also has the benefit that the patient can avoid exposure to the side effects associated 
with such agents. 

This utility is further supported by the teachings of the article by Hanna and Mornin. 
(Pathology Associates Medical Laboratories, August (1999), submitted with the Response filed 
November 15, 2004). The article teaches that the HER-2/neu gene has been shown to be 
amplified and/or over-expressed in 10%-30% of invasive breast cancers and in 40%-60% of 
intraductal breast carcinomas. Further, the article teaches that diagnosis of breast cancer 
includes testing both the amplification of the HER-2/neu gene (by FISH) as well as the over- 
expression of the HER-2/neu gene product (by IHC). Even when the protein is not over- 
expressed, the assay relying on both tests leads to a more accurate classification of the cancer 
and a more effective treatment of it. 

Hanna et al clearly state that gene amplification (as measured by FISH) and polypeptide 
expression (as measured by immunohistochemistry, IHC) are well correlated ("in general, FISH 
and IHC results correlate well" (Hanna et al p. 1, col. 2)). Thus, Hanna et al support 
Appellants' position rather well that it is more likely than not that gene amplification correlates 
with increased polypeptide expression. The purpose of measuring both protein and gene levels is 
not for further experimentation, but rather, for further characterization of the tumors into 
medically relevant categories. 
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Appellants have clearly shown that the gene encoding the PR0341 polypeptide is 
amplified in at least 3 primary lung carcinoma tumors. Therefore, the PR0341 gene, similar to 
the HER-2/neu gene disclosed in Hanna et aL, is a tumor associated gene. Furthermore, as 
discussed above, in the majority of amplified genes, the teachings in the art overwhelmingly 
show that gene amplification influences gene expression at the mRNA and protein levels. 
Therefore, one of skill in the art would reasonably expect in this instance, based on the 
amplification data for the PR0341 gene, that the PR0341 polypeptide is concomitantly 
overexpressed and is useful in tumor categorization. 

Thus, based on the asserted utility for PR0341 in the diagnosis of selected lung 
carcinomas, the reduction to practice of the instantly claimed protein sequence of SEQ ID NO:20 
in the present application (also see page 305), the disclosure of the step-by-step protocols for 
making chimeric PRO polypeptides, including those wherein the heterologous polypeptide is an 
epitope tag or an Fc region of an immunoglobulin in the specification (at page 374, lines 24 to 
page 375, line 9), the disclosure of a step-by-step protocol for making and expressing PR0341 in 
appropriate host cells (in Examples 140-143 and page 376, line 12), the step-by-step protocol for 
the preparation, isolation and detection of monoclonal, polyclonal and other types of antibodies 
against the PR0341 protein in the specification (at pages 390-395) and the disclosure of the gene 
amplification assay in Example 170, the skilled artisan would know exactly how to make and use 
the claimed polypeptide for the diagnosis of lung carcinoma. Appellants submit that based on 
the detailed information presented in the specification and the advanced state of the art in 
oncology, the skilled artisan would have found such testing routine and not 'undue.' 

Therefore, since the instantly claimed invention is supported by either a credible, specific 
and substantial asserted utility or a well-established utility, and since the present specification 
clearly teaches one skilled in the art "how to make and use" the claimed invention without undue 
experimentation, Appellants respectfully request reconsideration and reversal of this outstanding 
rejection to Claims 1 19-123. 

CONCLUSION 

For the reasons given above, Appellants submit that present specification clearly 
describes, details and provides a patentable utility for the claimed invention. Moreover, it is 
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respectfully submitted that based upon this disclosed patentable utility, the present specification 
clearly teaches "how to use" the presently claimed polypeptide. As such, Appellants respectfully 
request reconsideration and reversal of the outstanding rejection of Claims 119-123. 

Please charge any fees, including fees for extension of time or other fees, or credit any 
overpayment to Deposit Account No. 08-1641 referencing Attorney's Docket 



HELLER EHRMAN LLP 

275 Middlefield Road 
Menlo Park, California 94025-3506 
Telephone: (650) 324-7000 
Facsimile: (650) 324-0638 



No. 39780-2730 P1C2. 



Respectfully submitted, 



Date: November 3, 2005 
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VIII. APPENDIX A 

Claims on Appeal 

119. An antibody that specifically binds to the polypeptide of SEQ ID NO: ,20. 

120. The antibody of Claim 119 which is a monoclonal antibody. 

121. The antibody of Claim 1 1 9 which is a humanized antibody. 

1 22. The antibody of Claim 1 1 9 which is an antibody fragment. 

123. The antibody of Claim 1 1 9 which is labeled. 



\ 
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IX. EVIDENCE APPENDIX 



1 . Declaration of Audrey Goddard, Ph.D. under 35 C.F.R. § 1 . 1 32, with attached 
Exhibits A-G: 

A. Curriculum Vitae of Audrey D. Goddard, Ph.D. 

B. Higuchi, R. et aL, "Simultaneous amplification and detection of specific DNA 
sequences," Biotechnology 10:413-417 (1992). 

C. Livak, K.J., et aL, "Oligonucleotides with fluorescent dyes at opposite ends 
provide a quenched probe system useful for detecting PGR product and nucleic 
acid hybridization/' PCR Methods AppL 4:357-362 (1995). 

D. Heid, C.A. et aL, "Real time quantitative PCR ," Genome Res. 6:986-994 (1996). 

E. Pennica, D. et aL, "WISP genes are members of the connective tissue growth 
factor family that are up-regulated in Wnt-1 -transformed cells and aberrantly 
expressed in human colon tumors," Proc. Natl Acad. Sci. USA 95:14717-14722 
(1998). 

F. Pitti, R.M. et aL, "Genomic amplification of a decoy receptor for Fas ligand in 
lung and colon cancer," Nature 396:699-703 (1998). 

G. Bieche, I. et aL, "Novel approach to quantitative polymerase chain reaction using 
real-time detection: Application to the detection of gene amplification in breast 
cancer," Int. J. Cancer 78:661-666 (1998). 

2. Declaration of Paul Polakis, Ph.D. under 35 C.F.R. §1.132. 

3. Declaration of Avi Ashkenazi, Ph.D. under 35 C.F.R. §1.132. 

4. Orntoft et al. y 2002, Mol. and Cell. Proteomics, Vol.1, pages 37-45. 

5. Hyman et aL, Cancer Res., 2002, Vol. 62, pages 6240-45. 

6. Pollack et al. t PNAS, 2002, Vol. 99, pages 12963-12968. 

7. Hanna and Mornin, 1999, Pathology Associates Medical Laboratories. 

8. Konopka et aL, "Variable expression of the translocated c-abl oncogene in Philadelphia- 
chromosome-positive B-lymphoid cell lines from chronic myelogenous leukemia 
patients," Proc. Natl. Acad. Sci. USA 83:4049-4052 (1986). 

9. Haynes et aL, "Proteome analysis: Biological assay or data archive?" Electrophoresis 
19:1862-1871 (1996). 

10. Hu et aL, "Analysis of genomic and proteomic data using advanced literature mining," 
Journal of Proteome Research 2:405-412 (2003). 

Items 1 and 3 were submitted with the Appellants' Response filed on October 24, 2003 and items 
2 and 4-7 were submitted with the Appellants' Response filed on November 15, 2004. 

Items 8-9 were made of record by the Examiner in the Final Office Action mailed 
January 14, 2004. 

Item 10 was made of record by the Examiner in the Final Office Action mailed February 8, 2005. 
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X. RELATED PROCEEDINGS APPENDIX 



None. 



SV 2157079 vl 

11/2/05 3:37 PM (39780.2730) 
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DECLARATION OF AUDREY P. GODDARD, Ph.D UNDER 37 CF.R. §1.132 

Assistant Commissioner of Patents 
Washington, D.C. 20231 



Sir. 

1, Audrey D. Goddard, Ph.D. do hereby declare and say as follows: 

1. I am a Senior Clinical Scientist at the Experimental Medicine/BioOncology, Medical 
Affairs Department of Genentech, Inc., South San Francisco, California 94080. 

2. Between 1993 and 2001, 1 headed the DNA Sequencing Laboratory at the Molecular 
Biology Department of Genentech, Inc. During this time, my responsibilities included the 
identification and characterization of genes contributing to the oncogenic process, and determination 
of the chromosomal localization of novel genes. 

3 . My scientific Curriculum Vitae, including my list of publications, is attached to and 
forms part of this Declaration (Exhibit A). 




Serial No,: * 
Filed:* 

4. I am familiar with a variety of techniques known in the art for detecting and 
quantifying the amplification of oncogenes in cancer, including the quantitative TaqMan PCR (Le., 
"gene amplification") assay described in the above captioned patent application. 

5. The TaqMan PCR assay is described, for example, in the following scientific 
publications: Higuchi et aL 9 Biotechiioloev 10:413-417 (1992) (Exhibit B); Livak et aL, PCR 
Methods AroL 4:357-362 (1995) (Exhibit C> and Heid et aL, Genome Res. 6:986-994 (1996) • 
(Exhibit D). Briefly, the assay is based on the principle that successful PCR yields a fluorescent 
signal due to Taq DNA polymerase-mediated exonuclease digestion of a fluorescently labeled 
oligonucleotide that is homologous to a sequence between two PCR primers. The extent of 
digestion depends directly on the amount of PCR, and can be quantified accurately by measuring the 
increment in fluorescence that results from decreased energy transfer. This is an extremely sensitive 
technique, which allows detection in the exponential phase of the PCR reaction and, as a result, 
leads to accurate determination of gene copy number. 

6. The quantitative fluorescent TaqMan PCR assay has been extensively and 
successfully used to characterize genes involved in cancer development and progression. 
Amplification of protooncogenes has been studied in a variety of human tumors, and is widely 
considered as having etiological, diagnostic and prognostic significance. This use of the quantitative 
TaqMan PCR assay is exemplified by the following scientific publications: Pennica et aL, Proc. 
Natl. Acad. Sci. USA . 95(25): 14717-14722 (1998) (Exhibit E); Pitti et aL 9 Nature 
396(6712);699-703 (1998) (Exhibit F) and Bieche et aL, Int. J. Cancer 78:661-666 (1998) (Exhibit 
G), the first two of which I am co-author. In particular, Pennica et aL have used the quantitative 
TaqMan PCR assay to study relative gene amplification of WISP and c-myc in various cell lines, 
colorectal tumors and normal mucosa. Pitti et aL studied the genomic amplification of a decoy 
receptor for Fas ligand in lung and colon cancer, using the quantitative TaqMan PCR assay. Bieche 
et aL used the assay to study gene amplification in breast cancer. 
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7. It is my personal experience that the quantitative TaqMan PCR technique is 
technically sensitive enough to detect at least a 2-fold increase in gene copy number relative to 
control. It is further my considered scientific opinion that an at least 2-fold increase in gene copy 
number in a tumor tissue sample relative to a normal (i.e., non-tumor) sample is significant and 
useful in that the detected increase in gene copy number in the tumor sample relative to the normal 
sample serves as a basis for using relative gene copy number as quantitated by the TaqMan PCR 
technique as a diagnostic marker for the presence or absence of tumor in a tissue sample of unknown • 
pathology. Accordingly, a gene identified as being amplified at least 2-fold by the quantitative 
TaqMan PCR assay in a tumor sample relative to a normal sample is useful as a marker for the 
diagnosis of cancer, for monitoring cancer development and/or for measuring the efficacy of cancer 
therapy. 

8. I declare further that all statements made herein of my own knowledge are true and 
that all statements made on information and belief are believed to be true. I declare that these 
statements were made with the knowledge that willful false statements and the like so made are 
punishable by fine or imprisonment, or both, under Section 1001 of Title 18 of the United States 
Code, and that such willful false statements may jeopardize the validity of the application or any 
patent issuing thereon. 



Date 



Audrey D. Goddard, Ph.D. 




AUDREY D. GODDARD 



Ph.D. 



Genentech t Inc. 
1 DNAWay 

South San Francisco, CA, 94080 

650.225.6429 

goddarda@gene.com 



110 Congo St. 

San Francisco, CA, 94131 

415.841.9154 

415.819.2247 (mobile) 

agoddard@pacbell.net 



PROFESSIONAL EXPERIENCE 



Genentech, Inc. 



1993-present 



South San Francisco, CA 

2001 - present Senior Clinical Scientist 

Experimental Medicine / BioOncology, Medical Affairs 

Responsibilities: 

• Companion diagnostic oncology products 

• Acquisition of clinical samples from Genentech's clinical trials for translational research 

• Translational research using clinical specimen and data for drug development and 



• Member of Development Science Review Committee, Diagnostic Oversight Team, 21 CFR 
Part 11 Subteam 



Head of the DNA Sequencing Laboratory, Molecular Biology Department, Research 
Responsibilities: 

• Management of a laboratory of up to nineteen -including postdoctoral fellow, associate 
scientist, senior research associate and research assistants/associate levels 

• Management of a $750K budget 

• DNA sequencing core facility supporting a 350+ person research facility. 

• DNA sequencing for high throughput gene discovery, - ESTs, cDNAs, and constructs 

• Genomic sequence analysis and gene identification 

• DNA sequence and primary protein analysis 

Research: 

• Chromosomal localization of novel genes 

• Identification and characterization of genes contributing to the oncogenic process 

• Identification and characterization of genes contributing to inflammatory diseases 

• Design and development of schemes for high throughput genomic DNA sequence analysis 

• Candidate gene prediction and evaluation 



diagnostics 



Interests: 

• Ethical and legal implications of experiments with clinical specimens and data 

• Application of pharmacogenomics in clinical trials 



1998-2001 



Senior Scientist 
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1993-1998 



Scientist 



Head of the DNA Sequencing Laboratory, Molecular Biology Department, Research 
Responsibilities 

• DNA sequencing core facility supporting a 350+ person research facility 

• Assumed responsibility for a pre-existing team of five technicians and expanded the group 
into fifteen, introducing a level of middle management and additional areas of research 

• Participated in the development of the basic plan for high throughput secreted protein 
discovery program - sequencing strategies, data analysis and tracking, database design 

• High throughput EST and cDNA sequencing for new gene identification. 

• Design and implementation of analysis tools required for high throughput gene identification. 

• Chromosomal localization of genes encoding novel secreted proteins. 

Research: 

• Genomic sequence scanning for new gene discovery. 

• Development of signal peptide selection methods. 

• Evaluation of candidate disease genes. 

• Growth hormone receptor gene SNPs in children with Idiopathic short stature 

Imperial Cancer Research Fund 1989-1992 
London, UK with Dr. Ellen Solomon 

6/89-12/92 Postdoctoral Fellow 

• Cloning and characterization of the genes fused at the acute promyelocyte leukemia 
translocation breakpoints on chromosomes 17 and 15. 

• Prepared a successfully funded European Union multi-center grant application 

McMaster University 1983 
Hamilton, Ontario, Canada with Dr. G. D. Sweeney 

5/83 - 8/83: NSERC Summer Student 

• In vitro metabolism of p-naphthoflavone in C57BI/6J and DBA mice 



EDUCATION 



Ph.D. 



University of Toronto 
Toronto, Ontario, Canada. 
Department of Medical 
Biophysics. 



"Phenotypic and genotypic effects of mutations in 
the human retinoblastoma gene." 
Supervisor: Dr. R. A. Phillips 



1989 



Honours B.Sc 

"The in vitro metabolism of the cytochrome P-448 
inducer p-naphthoflavone in C57BL/6J mice." 
Supervisor: Dr. G. D, Sweeney 



McMaster University, 
Hamilton, Ontario, Canada. 
Department of Biochemistry 



1983 
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ACADEMIC AWARDS 



Imperial Cancer Research Fund Postdoctoral Fellowship 

Medical Research Council Studentship 

NSERC Undergraduate Summer Research Award 

Society of Chemical Industry Merit Award (Hons. Biochem.) 

Dr. Harry Lyman Hooker Scholarship 

J.LW. Gill Scholarship 

Business and Professional Women's Club Scholarship 
Wyerhauser Foundation Scholarship 



1989-1992 
1983-1988 
1983 



1983 



1981-1983 
1981-1982 
1980-1981 
1979-1980 



INVITED PRESENTATIONS 

Genentech's gene discovery pipeline: High throughput identification, cloning and 
characterization of novel genes. Functional Genomics: From Genome to Function, Litchfield 
Park, AZ, USA. October 2000 

High throughput identification, cloning and characterization of novel genes. G2K:Back to 
Science, Advances in Genome Biology and Technology L Marco Island, FL, USA. February 



Quality control in DNA Sequencing: The use of Phred and Phrap. Bay Area Sequencing 
Users Meeting, Berkeley, CA, USA. April 1999 

High throughput secreted protein identification and cloning. Tenth International Genome 
Sequencing and Analysis Conference, Miami, FL, USA. September 1998 

The evolution of DNA sequencing: The Genentech perspective. Bay Area Sequencing Users 
Meeting, Berkeley, CA, USA. May 1998 

Partial Growth Hormone Insensitivity: The role of GH-receptor mutations in Idiopathic Short 
Stature. Tenth Annual National Cooperative Growth Study Investigators Meeting, San 
Francisco, CA, USA. October, 1996 

Growth hormone (GH) receptor defects are present in selected children with non-GH-deficient 
short stature: A molecular basis for partial GH-insensitivity. 76 th Annual Meeting of The 
Endocrine Society, Anaheim, CA, USA. June 1994 

A previously uncharacterized gene, myl, is fused to the retinoic acid receptor alpha gene in 
acute promyelocyte leukemia. XV International Association for Comparative Research on 
Leukemia and Related Disease, Padua, Italy. October 1991 



2000 
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PATENTS 

Goddard A, Godowski PJ, Gurney AL. NL2 Tie ligand homologue polypeptide. Patent 
Number: 6,455,496. Date of Patent: Sept. 24, 2002. 

Goddard A, Godowski PJ and Gurney AL. NL3 Tie ligand homologue nucleic acids. Patent 
Number: 6,426,218. Date of Patent: July 30, 2002. 

Godowski P, Gurney A, Hillan KJ, Botstein D, Goddard A, Roy M, Ferrara N, Tumas D, 
Schwall R. NL4 Tie ligand homologue nucleic acid. Patent Number: 6,4137,770. Date of 
Patent: July 2, 2002. 

Ashkenazi A. Fong S, Goddard A, Gurney AL, Napier MA, Tumas D, Wood Wl. Nucleic acid 
encoding A-33 related antigen poly peptides. Patent Number: 6,410,708. Date of Patent:: 
Jun. 25,2002. 

Botstein DA, Cohen RL, Goddard AD, Gurney AL, Hillan KJ, Lawrence DA, Levine AJ, 
Pennica D, Roy MA and Wood Wl. WISP polypeptides and nucleic acids encoding same. 
Patent Number: 6,387,657. Date of Patent: May 14, 2002. 

Goddard A, Godowski PJ and Gurney AL. Tie ligands. Patent Number: 6,372,491. Date of 
Patent: April 16, 2002. 

Godowski PJ, Gurney AL, Goddard A and Hillan K. TIE ligand homologue antibody. Patent 
Number: 6,350,450. Date of Patent: Feb. 26, 2002. 

Fong S, Ferrara N, Goddard A, Godowski PJ. Gurney AL, Hillan K and Williams PM. Tie 
receptor tyrosine kinase ligand homologues. Patent Number: 6,348,351. Date of Patent: 
Feb. 19, 2002. 

Goddard A, Godowski PJ and Gurney AL. Ligand homologues. Patent Number: 6,348,350. 
Date of Patent: Feb. 19, 2002. 

Attie KM, Carisson LMS, Gesundheit N and Goddard A. Treatment of partial growth 
hormone insensitivity syndrome. Patent Number: 6,207,640. Date of Patent: March 27, 
2001. 

Fong S, Ferrara N, Goddard A, Godowski PJ, Gurney AL, Hillan K and Williams PM. Nucleic 
acids encoding NL-3. Patent Number: 6,074,873. Date of Patent: June 13, 2000 

Attie K, Carisson LMS, Gesunheit N and Goddard A. Treatment of partial growth hormone 
insensitivity syndrome. Patent Number: 5,824,642. Date of Patent: October 20, 1998 

Attie K, Carisson LMS, Gesunheit N and Goddard A. Treatment of partial growth hormone 
insensitivity syndrome. Patent Number: 5,646,1 13. Date of Patent: July 8, 1997 

Multiple additional provisional applications filed 
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PUBLICATIONS 

Seshasayee D. Dowd P, Gu Q, Erickson S, Goddard AD Comparative sequence analysis of 
the HER2 locus in mouse and man. Manuscript in preparation. 

Abuzzahab MJ, Goddard A, Grigorescu F, Lautier C, Smith RJ and Chernausek SD. Human 
IGF-1 receptor mutations resulting in pre- and post-natal growth retardation. Manuscript in 
preparation. 

Aggarwal S, Xie, M-H, Foster J, FrantzG, Stinson J, Corpuz RT, Simmons L t Hillan K, 
Yansura DG, Vandlen RL, Goddard AD and Gurney AL. FHFR, a novel receptor for the 
fibroblast growth factors. Manuscript submitted. 

Adams SH, Chui C, Schilbach SL, Yu XX, Goddard AD, Grimaldi JC, Lee J, Dowd P, Colman 
S., Lewin DA. (2001) BFIT, a unique acyl-CoA thioesterase induced in thermogenic brown 
adipose tissue: Cloning, organization of the human gene, and assessment of a potential link 
to obesity. Biochemical Journal 360: 135-142. 

Lee J. Ho WH. Maruoka M. Corpuz RT. Baldwin DT. Foster JS. Goddard AD. Yansura DG. 
Vandlen RL Wood Wl. Gurney AL. (2001) IL-17E, a novel proinflammatory ligand for the IL- 
17 receptor homolog IL-17Rh1. Journal of Biological Chemistry 276(2): 1660-1664. 

Xie M-H, Aggarwal S, Ho W-H, Foster J t Zhang Z, Stinson J, Wood Wl, Goddard AD and 
Gurney AL. (2000) Interleukin (IL)-22, a novel human cytokine that signals through the 
interferon-receptor related proteins CRF2-4 and IL-22R. Journal of Biological Chemistry 275: 
31335-31339. 

Weiss GA, Watanabe CK, Zhong A, Goddard A and Sidhu SS. (2000) Rapid mapping of 
protein functional epitopes by combinatorial alanine scanning. Proc. Natl. Acad. ScL USA 97: 
8950-8954. 

Guo S, Yamaguchi Y, Schilbach S, Wada t.;Lee J, Goddard A, French D , Handa H, 
Rosenthal A. (2000) A regulator of transcriptional elongation controls vertebrate neuronal 
development. Nature 408: 366-369. 

Yan M, Wang L-C, Hymowitz SG, Schilbach S, Lee J, Goddard A, de Vos AM, Gao WQ, Dixit 
VM. (2000) Two-amino acid molecular switch in an epithelial morphogen that regulates 
binding to two distinct receptors. Science 290: 523-527. 

Sehl PD, Tai JTN, Hillan KJ, Brown LA, Goddard A, Yang R, Jin H and Lowe DG. (2000) 
Application of cDNA microarrays in determining molecular phenotype in cardiac growth, 
development, and response to injury. Circulation 101: 1990-1999. 

Guo S, Brush J, Teraoka H, Goddard A, Wilson SW, Mullins MC and Rosenthal A. (1999) 
Development of noradrenergic neurons in the zebrafish hindbrain requires BMP, FGF8, and 
the homeodomain protein soulless/Phox2A. Neuron 24: 555-566. 
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SIMULTANEOUS AMPLIFICATION AND DETECTION OF 
SPECIFIC DNA SEQUEHCES 
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We have enhanced the polymerase chain 
reaction (PCJR) such that specific DNA 
sequences can be detected without open- 
ing the reaction tube. This enhancement 
requires the addition of ethidinm bronwde 
(EtBr) to a PCR. Since the fluorescence of 
EtBr increases in the presence of double* 
stranded (ds) DNA an increase in fluores- 
cence in such a PGR indicates a positive 
amplification, which can be easily moni- 
tored externally. In fact, amplification can 
be continuously monitored in order to 
follow its progress. Hie ability to simulta- 
neously amplify specific DNA sequences 
and detect the product of the amplification 
both simplifies and improves PGR and 
may facilitate its automation and more 
widespread use in the clinic or in other 
situations requiring high sample through- 
put 

Although the potential benefits of PCR 1 to. con- 
ical diagnostics arc well known 2 -*, it i$ still not 
widely used in this setting, even though it is 
four year* einop thcrn*Q*t*bl* BMA polymer- 
ase* 4 made PCR practiod. Some of the r easdns for its slow 
acceptance are high cost, tack of automation of pre-r and 
post- PCR processing steps, and false positive results, from 
carryover-contamination. The first two points arc related 
in that labor is the largest contributor to cost flit the present 
stage of PCR development. Most current assays require 
some forra of "downstream" processing once tbermocy* 
ding is done in order *o determine whether the target 
DNA sequence was present antd ha$ amplified. These 
include DNA hybridization 5 *, gel electrophore^i with or 
without use of restriction digestion*;*, HPLCr, or capillary 
electrophoresis 10 * These methods are labor-intense, have, 
low throughput, and arc difficult to automate- The third 
point is abo closely related to downstream processing. 
The handling of the PGR product in these dowiwtrcaitt 
processes increases the chances that amplified DNA .wilt 
spread through the typing- lab, resulting in a .risk of 



carryover" false positives in subsequent testing 1 \ 

These downstream processing steps wovld be elimi- 
nated if specific amplification and detection of amplified 
DNA took place simultaneously within an unopened re- 
action vessel Assays in. wnkh such different processes take 
place without the need to separate reaction components 
have been termed \1jomogeneous*\ .No truly homogc-. 
rieous PCR assay has been demonstrated, to date, although 
progress towards this end has been reported Chehab, et 
al l % developed a PCR product detection scheme using 
fluorescent primers that resulted in a fluorescent PCR 
product AHcfc-specific primers, each with different fluo- 
rescent tags, were used to indicate the genotype of tbe 
DNA. However, the unincorporated primers uiust still be 
removed in a do wnstream process in order to visuaJi^c the 
result Recendy, Holland, et al 13 , developed an assajr in 
which the endogenous 5 r exonudease assay of Taq DNA 
polymerase was exploited to cleave a labeled oligonucleo- 
tide probe. The probe would only deave if PCR amplifi- 
cation had produced its complementary sequence, to 
order to detect the cleavage products, however, a subse- 
quent process is again needed. 

We have developed a truly homogeneous assay for PGR 
and PCR product detection based upon tbc gready in- 
creased fluorescence that ethidium broinMe and other 
DNA binding dyes exhibit when they are bound tojfc- 
DNA l4 " llJ . As outhnec} in Figure 1, a prototype PCR 
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1 Principtc of simultancoua amplification and detection Of 
PCR product: The exponent* of a PCR contatnh^ EtBr that are 
fluorescent arelisTCd—ElBr itself, Et»r beund to cither ssDN A m 
daDMA. There is Jt large 6iwrc$ccncc enhancement when EtBr is 
bound to t>NA and binding is greatly enhanced when DNA is 
double-stranded. After sufficient <n)..cydcs of PGR, the net 
increase tn dspNA results in additional EtBr binding, and a net 
incrcftse in total fluorcsccncc 
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WWW 2 Gel electrophoresis of PCS. Amplification products of she 
human, mtdcar gene, HLA DQtt, made in the presence of 
increasing amounts of EtBr (up to 8 fig/ml). The presence of 
EtBr lias no obvious effect on the yield or specificity of amplifi- 
cation. 





fKfOTf 9 (A) Uttotescence measurements fVom PCRs that contain 
0.5 EtBr and that are specific for Y-chpomosOjonc repeat 

wiucncci;. Five replicate PCRs were begun containing cadi of the 
DNA* specified. At each indicated cytfc, one of lie five replicate 
PCRs for each DNA -was removed from thcrmcxyding and tt$ 
fluorescence measured. Unite of fluoroaccriof Art Arbitrary. (B) 
UV photography of PGR tube* (0,5 ml Eppcndorkstylc, pctyprO* 
pytcrve mlav^ChtrifuRC tubes) containing reactions, those statf* 
mg from 2 ng male DNA and control rcactwis without any DMA, 
from (A), 7 
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begins with primers that are single-straodcd DNA (ss- 
DNA)» dNTPs, and DNA polymerase* An amount of 
dsDNA containing the target sequence (target DNA) is 
also typically present. This amount can vary, depending 
on the application, from single-cell amounts of DNA 17 to 
micrograms per PCR^ 8 , If EtBr is present the reagent* 
that will fluoresce, in order of increasing fluorescence, are 
free EtBr itself, and EtBr bound to the single-stranded 1 
DNA primers and to the doublc^stranded target DNA (by 
its intercalation between the stacked bases of the DNA 
doublc-hcfe). After the first denatu ration cycle, target 
DNA will be largely single-stranded. After a PCR is 
completed, the most significant change is the increase in 
the amount of dsDNA (the PCR product itself) of up to 
several twerqgrams. Formerly free EtBr is bound to the 
additional dsDNA* resulting in an increase in fluores- 
cence. There is also some decrease in the amount of 
ssDNA primer, but because the binding of ElBr to s&DNA 
is much less than to d&DNA, the effect of this change on 
the total fluorescence of the sample is small. The fluores- 
cence increase can be measured by directing excitation 
ilturnination through the walls of the amplification vessel 
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before and after, or even continuously during, thermocy 
ding. r 

RESULTS 

PCR in the presence of EtBr. in order to assess the 
affect of EtBr in PCR, amplifications of the human HLA 
DQa gene 19 were performed with the dye present at 
concentrations from 0,06 to 8.0 figfrnl (a typical concen- 
tration of EtBr used in staining of nucleic acids following 
get electrophoresis is 0.5 u.g/mf). As shown in Figure 2, gel 
eleetrotthoTcsis revealed little or no difference in the yield 
or quality of the amplification product whether EtBr was 
absent or present at any of these concentrations, indicat- 
ing that EtBr does not inhibit PCR, 

Detection of human Y-chromosorac specific $e* 
«jne»ces* Sequence-specific, fluorescence enhancement of 
EtBr as a result of PCR was demonstrated in a scries of 
amplifications containing 0,5 jigfaal EtBr and primers 
specific to repeat DNA sequences found on the human 
Y -chromosome 20 These PCRs initially contained cither 
60 ng male. 60 ng female, 2 ng roak human or no DNA. 
Five replicate PCRs were begun for each DNA. After 0, 
17, 21, 24 and 29 cycles of therraocycling, a PCR for each 
DNA was removed from the thermoeyder, and its fluo- 
rescence measured in a spectroflnorotneter and plotted 
vs. amplificadon cyde number (Fig. 3 A), The shape of this 
curve reflects the fact that by the time an increase in 
fluorescence can be detected, the increase in DNA U 
becoming linear and not exponential with cycle number; 
As shown, the fluorescence increased about three-fold 
over the background fluorescence for the PCRs contain- 
ing human male DNA, but did not significantly increase 
for negative control PCRs, which contained either no 
DNA or human female DNA. The more male DNA 
present to begin with— 60 ng versus 2 ng— die fewer 
.cycles were needed to give a detectable increase in fluo- 
rescence. Gel electrophoresis o» die products of these 
amplifications showed that DNA fragments of the ex- 
pected size wexe made in the male DNA containing 
reactions and that Utile DN A synthesis took place in the 
control samples. 

In addition, the increase in. fluorescence was visualized 
by simply laying the completed* unopened PCRs oo a UV 
transilhiminator and photographing them through a red 
filter. This is shown in figure SB tor the reactions thai 
began wkh 2 ng male DNA and chose with no DNA. 

Detection of specific allele* of the human fS-globin 
gene. In order to demonstrate that this approach has 
adequate specificity to allow genetic screening* a detection 
of the $icklc-ccu anemia mutation was performed. Figure 
4 shows the ftuotescencc from completed amplification* 

containing EtBr (O.S Hg/ftii) a* detected by photography 
of the reaction tubes on a UV transilluminator. These 
reactions were performed using primer* specific for ci- 
ther the w3d-tvpe or skkk-cell mutation of the human 
p^globtn gene* . The specificity for each allele is imparted' 
by placing the sickle-mutation site at the terminal V 
nucleotide of one primer. By using an appropriate primer 
annealing temperature, primer extension — and thus am- 
pljficatjprir-'Can take place only if the 5' nucleotide of the 
primer is complementary to the p-giobin allele present* 

Each pair of amplifications shown in Figure 4 consists of 
a reaction with etcher the wild-type allele specific (left 
tube) or skkle-aUeie specific (right tube) primers. Three 
different DNAs were typed: DNA from a homozygous, 
wild-type fJ-globin individual (AA); from a heterozygous 
sickle p-glpbin individual (AS); and from a homozygous 
sickle p-globm individual (SS). Each DNA (50 ng genomic 
DNA to start each PGR) was analyzed in triplicate (3 pairs 
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f reactions each). The DNA type vas reflected in tbc 
L^iave fluorescence intensities in each pair of completed 
am pli£catkms. There was a significant increase in fluores- 
cence only where a |J-globin allele DNA matched the 
printer set. When measured on a spcrtrofluororactcr 
[data not shown), this fluorescence was about three times 
present in a PCR where both p-globm alkies were 
^matched to the primer set. Gel electrophoresis (not 
phowii) established that this increase iri fluorescence was 
due to the synthesis of nearly a microgram of a DNA 
fragment of the expected size for fi-globtn. There was 
little synthesis of dsDNA in reactions in which the allele- 
jjnedfic primer was mismatched to both alleles. 

Continuous jnowAtoiiog of a PGR. Using a fiber optic 
device," H is possible to direct excitation illumination from 
# i spectrofluorometer to a PCR undergoing thcrmocycling 
and to return its fluorescence ro the spcctroftuorometeT. 
The fluorescence readout of such an arrangement, di- 
rected at an EtBr-containing amplification of Y-chroirjo- 
w mc spcci6c sequences from 25 ng ofWnwn male DNA, 
is shown in Figure 5. The readout from a control PCR 
wiih no target DNA is also shown. Thirty cycles of PCR 
were monitored for each. 

The fluorescence trace as a function of time dearly 
shows the effect of the thermocyding. Fluorescence inten- 
sity rises and. falls inversely with temperature. The fluo- 
rescence intensity is minimum at the denatuxation tem- 
perature (94°C) and maximum attJicanneaUn^extension 
temperature (50°C}- In the negative-control PCR, these 
fluorescence maxima and minima do not change signifi- 
cantly over the thirty tbencaocydes, indicating that there is 
little dsDNA synthesis without the appropriate target 
DNA, and there is littk if any Wearing of EtBr during 
the continuous ilhiminatbn of the sample. 

In the PCR containing male DNA, the fluorescence 
maxima at the annealing/extension temperature begin to 
increase at about 4000 seconds of thcrroccycung, and 
continue to increase with time, indicating that dsDNA is 
being produced at a detectable level. Note that the fluo- 
rescence minima at the denaturatioo temperature do not 
significantly increase, presumably because at this temper- 
ature there as no dsDNA for EtBr to bind. Thus the course 
of the amplification is followed by tracking the fluorcs-. 
cence increase at the annealing temperature. Analysis of 
the products of these two amplifications by gel electropho- 
resis showed a DNA fragment of the expected size for the 
male DNA containing sample and no detectable DNA 
synthesis for the control sampte. 

DISCUSSION 

Downstream processes such as hybridization to a se- 
queocenspedfic probe can enhance die specificity of DNA 
dectutlvu by PCR. The cHrairwrtkm of theae proccaaco 
means that' the specificity of this homogeneous assay 
depends solely on ihat of PCR. In the case of sickle-cell 
disease, wc have shown that PGR alone has sufficient DNA 
sequence apedfidty to permit genetic screening. Using 
appropriate amplification conditions, there is little non- 
specific production of dsDNA in the abecace of the 
appropriate target allele. 

The specifidty required to detect pathogens can be 
more or less than that required* to do genetic screening, 
depending on the number of pathogens in the sample and 
the amount of other DNA that must be taken with the 
sample. A difficult target is HIV, which requires detection 
of a viraJ genome that can be at the level of a few copies 
per thousands of host cells* Compred with genetic 
screening, which is performed on ceils ^containing at least 
one copy of (lie target scqucrtce* UIV idetection requires 
oath more specificity and the input of more total 




Homozygous 

AA 



Heterozygous 

AS 



Homozygous 

ss 



4 UV photography of FCR tubes containing anmfificAtfons 
using EtBr twt are specific to wild-type (A) or fickle (5) allele* of 
the human p-globsn gene. The left o* each pair of tubes contains 
aBde-spedfie primers to the wild-type alleles, the right lube 
primers to the sicWe aflete- The photograph vra* tateb after SG 
cydes of PCR, aad the input DNAs and the alkies they contain 
are indicated. Fifty ng of DNA was used to bcrin PCR, Typing 
was done in triplicate (3 pair* of PCRs) for each input DNA 
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RGUIC S Continuous, real-time monitoring of a PCR. A fiber optic 
was oscd to carry excitation HgJit to a PCR ra progress and also 
emitted Ught back to a fluoro meter (see ExDentticntal ^ocoj), 
AmptfficaUon U*m# human malo-DNA specific primers in a PCR 
Starting with 20 rtg of human male DwA {too) T or in x control 
PCR without DNA (bottom), were monitored. Thirty cydes of 
PCR were fcdWed for each. The temperature Cycled between 
94*C (denaturaticm) and 50*0 (airaealiog and extension). Note in 
the male DNA PCR, . the cycle (time) dependent increase in 
fluorescence at the anrteaHn^extension temperature. 
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ON A — up to microgram amounts— in. order to have suf- 
ficient number* of target sequences. This large amount of 
starting DNA in an amplification sijmibcarrtly increases 
the bacK^rround fluorescence over which any additional 
fluorescence ptt>duced by PGR must be detected, An 
additional complication that occurs with targets in low 
copy-number is the formation of the ^rimer-dimer" 
artifact. This is the result of the extension of one primer 
using the other primer as a template. Although this occurs 
infrequently, once it occurs the extension product is a 
substrate for PCR amplification, and can compete with 
true PCR targets if those targets are rare, "I he primer- 
dimer product h of course dsDNA and thus is a potential 
sou tee of false signal in this homogeneous a*$ay. 

To increase FCR specificity and reduce the effect of 
primer-dimcr amplification, we are investigating a num- 
ber of approaches, including the use of ncstodrprimer 
amplification* dial take place in a single tube 8 , and the 
•"hot-start**, in which nonspecific amplification fe reduced 
by raising the temperature of the reaction before DNA 
synthesis begins 23 . Preliminary results using these ap- 
proaches suggest thacprimer-dimcT is effectively reduced 
and it is possible to detect the increase in Etfir fluores- 
cence in a PCR instigated by a single HIV genome in a 
background of 10* celts. With larger numbers of CcHs, the 
background fluorescence contributed by genomic DNA 
becomes problematic. To reduce this background, it may 
be possible to use sequence-specific DNA*binding dyes 
that can be made to preferentially bind PCR product over 
genomk DNA by incorporating the dye-binding DNA 
sequence into the PCR product through a 5' "add-on" to . 
the oligonucleotide primer*' 1 . 

We have shown thac the detection of fluorescence 
generated by an EtBr-containing FCR is straightforward, 
both once PCR is completed and continuously during 
thermocyding. The ease with which automation of spe- 
cific DNA detection, can be accomplished is the most 
promising aspect of tins assay. The fluorescence analysts 
of completed PCRs is aheadypossiblc with existing instru- 
mentation in 96-welI format**. In this format, the fluores- 
cence in each PCR can be owintitated before, after, and 
even at selected points during thermocyciing by moving 
the rack of PCRs to a 96-microwcN pkue fluorescence 
reader* 0 . 

The instrumentation necessary to continuously monitor 
multiple PCRs simultaneously is also simple in principle. 
A direct extension of the apparatus used here is to have 
multiple flberoprics transmit the captation light and flu- 
orescent emissions to and from multiple PCRs. The ability 
to monitor multiple PCRs continuously may allow quan- 
titation of target DNA copy number. Figure 3 shows that 
the larger the arhount of starting target DNA, the sooner 
during Pf.R a fluorescence increase is detected. Prelimi- 
nary experiments <Higuehi and Dollinger, manuscript in 
preparation) with continuous monitoring have shown a 
seniritivity to two-fold differences in initial target DNA 
concentration. 

Conversely* if the number of target molecules is 
fcnown — as it can be in genetic screeimng-rcontinuous 
monitoring may provide a means of detecting false posi- 
tive and false negative result*. With a known number of 
target molecules, a true positive would exhibit detectable 
fluorescence by a predictable number of cycles of PCR. 
Increases in fluorescence detected before or after that 
cycle would indicate potential artifacts* False negative 
results due to, for example,, inhibition of DNA polymer- 
ase, may be detected by including within each PCR an 
inefficiently amplifying marker. This marker Tcsulrs in a 
fluorescence increase only after a large number of cy- 
cles — many more than arc necessary CO detect a true 
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positive. If a sample fails to have a fluorescence increase 
after this many cycles, inhibition may be suspected. Since, 
in this assay, conclusions are drawn based on the presence 
or absence of fluorescence signal alone, such controls may 
be important. In any event before any test based on this 
principle is ready for the clink, an assessment of ttfc false 
positivefialse negative rates wfll need to be obtained using 
a large number of known sample?. 

In summary, the inclusion ha PCR of dyes whose fluo- 
rescence is enhanced upon binding dsDNA makes it 
possible to detect specific DNA amplification from outside 
the PCR tube. In the future, instruments based upon this 
principle may facilitate the more widespread use of PCR 
in applications that demand the high throughput of 
samples?. 

EXPERIMENTAL PROTOCOL 

Human HLA-DQ« gene ampKffetdons containing Et£r, 
PCRs were set up in 100 j*l volumes confining 10 mM Tris-HCK 
pH 8.3; 50 mM KClj 4 raM MgC^ 2-5 units of Taq DNA 
polyiHcrase (PerViiwElmcr Ccim, Norwalfc, CT); 20 piriole ea*h 
of human HtA-DQa gene specific oligonucleotide primers 
(JH26 and CH27 19 and appraoroawly W copies of DQfc PCH 
product diluted from a previous reaction. EuwHum bromide 
fat Br; Sigttta) waj used at the concentrations indicated in Figure 
2. 'rhcrraocyding proceeded for 20 cvdes in a model 430 
uHermocydcr {Perfcti-Elmer Ccu», Norwalk, CT) using a ~*tcp- 
cyclc" program qf 94*C for 1 mm. dcnaturalion and 60T- for SO 
sec anncalmg and 72°C for 30 sec. extension, 

Y-chn>mo9fmic specific PCR* PCRs (100 »il total reactton 
wlunie) containing U5 ^fifol EtBr were prepared as described 
for HtA-DQor, except with diflcrcm primers and target DNAs. 
These PCRs contained 1 5 pmote each male DNA-ipcctfcc prt<neh) 
YTJ and Yi.2 w , and cither 60 ng male, 60 og female, 2 ncg male, 
or no human DNA. rhcrmocycling wasJK^CTor 1 nun. and 60*0 
for 1 min using a "stcp-cyde* program- The number of cycles for 
a sample were as indicated in Figure 3. fluorescence measure- 
ment is described below. t 

Allck^apccificy human frglofcin gco* PCR* Amplificauons of 
100 p-1 volume u$tn£ 0 5 jigAnl of ZtBr were prepared 
described for HLA^DQ* above except with diff cxoil prinxrs and 
target DNAs. These PCRs contained *tW. primer pair 
Hip 1 4A <viW-type globio specie primers) or HGmtyMS 
lc-irlobin specific primers) at 10 pmoJe $»crj i primer per FCR, 
Utese primers were developed by Wu ct aL- 1 . Three dttferenit 
target DNA* were a*cd in separate amplificationa-^50 rig eacU of 
human DNA that was homozygous for the sicVlc trait <5S), DNA 
that was heterorreous for the sickle trait <A$), or DNA that was 
homozygous for UW W.l- ^lobm (AA). ThcrmocycGrig was for 30 
cycles at 94°C for 1 min. and 55*C for 1 min. using n "stcjHCYCk* 
program. Ail anneahog temperature of 55^ b*d beer, shown try 
Wu et al. 2 ' to provide aUdc-spcririC atx>pIifVcaUon* Completed 
FCR* were photographed through a red ^,ff^ l€ V~V 
after placing the reaction lube* atop a model TMoo transulutfli- 
nator (UV-producti Sah'Gabriel, CA>. 

Fluoresccnee measurement. Fluorr*cet>ce Tncasurcmen is wcr* 
ixiade on PCRs containing Et»r m a Fluorolog-2 flooromcter 
(SFEX. Edison. NJ)- Excitation was at th« &00 nm band vf* 
about 2 nm bandwidth with a GG 455 nm cut-off fUierjMc Pes 
Grist Inc., Irvine. CA) to exclude scCond-Ordcr Ught. Emntjo 
light wa& detected at 570 nin with a bandwidth of about 7 nrn. An 
OG 530 nm cut-off filter Was used to remove the racrtttion hpM- 
ContiuuouA ftnon»eenee monitoring of FCR, Continuous 
monitoring or a PCR in progress accomplished using tfcC 
Bpcctrofiuoromeier and settings described above as weu as a 
fiberoptic aocessory (SPJ&X cat no. 1950) to both send excitation 
light to, aod receive emitted bght from, a PCR placed m a kcU oi 
a model 480 tftertnocydcr (Pcrkm-Elmer Cetus). Tlic prooc eno 
of the fiberoptic cabte was attached villi "5 n>ro ute-cpoxy* to the 
open top of a FCR tube (a 0.5 ml poivpropyiene centrifuge WW 
with its cap removed) effectively scaling it. The exposed top & 
the PCR tuoe and the end of the fiberoptic cabfc were sliiewca 
from room light and the rooto light* were kept dimmed during 
each run- The monitored FCfc was an ampltficauon of V-cbio- 
mosome-spedfic repeat sequences as described above, except 
using an anncahnc/extension temperauire of 50X. The reaction 
was covered Tvrth mirxtraJ oil (2 drops) to prwritt evaporation- 
Tbcrroocyding' atid' fluorcJOcncc meaiurerncnt verc 5taf tod si- 
multaneously, A time-base scan with » 10 second integration to «c 
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v m uw^t and ihc emission stgrxa] was raiiocd to tbc cxotatioi) 
nigrt.tJ to control for chat5£e$ in li^ht-sourcc intcrunty. O^ta wcrc 
^icd^d using the dm3000f, version S,5 (SPEX) data system. 

We fhAnk Bob Tone* for help with the sjiectrofluormctric 
iponatfrcincnt* and Hcaiherbell Fong for editing this maniucrrpL 
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sCD-14 EUSA 

Trauma, Shock and Sepsis 




The CD-14 molecule is' expressed on the surface of 
monocytes and some macrophages. Membrane- 
bound CD-14 is a receptor for lipopolysaccharide 
(LPS) complexed to LPS-Binding-Protein (LBP). The 
concentration of Its soluble form is aitered under 
certain pathological conditions. There is evidence for 
an important role of sCD-14.vvith pofytrauma. sepsis, 
burnings and inflammations. 
During septic conditions and acute infections it seems 
to be a prognostic marker and is therefore of value in 
monitoring these patients. 



IBL offers an EUSA for quantitative determination of 

soluble CD-14 in human serum, -plasma, cell-cuiture 

supernatants and other biological fluids. 

Assay features: 12x8 determinatons 
(microliter strips), 
precoated with a specific 
monoclonal antibody, 
2x1 hour incubation, 
standard range: 3-96 ng/ml 
detection limit: 1 ng/ml 
CV: intra- and interassay < 8% 



for more information call or fax 
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SIMULTANEOUS AMPLIFICATION AND DETECTION OF 
SPECIFIC DNA SEQUENCES 

Russell Higuchi*, Gavin DofliagerS P. Sean Watefa and Robert Griffith 

Roche Molecular Systems* Inc., 1400 5$rd St„ Emeryvttte, CA 94608- 'Chiron Corporation, 1400 53td Emeryville, OA 
9460B. ^Corresponding author, 



We have enhanced the polymerase chain 
reaction (PGR) such that specific DNA 
sequences can be detected without open- 
ing the reaction tube* This enhancement 
requires die addition of ethidium bromide 
(EtBr) to a PGR* Since the fluorescence of 
EtBr increases in the presence of double* 
stranded (da) DNA an increase in fluores- 
cence in such a PGR indicates a positive 
amplification, which can be easily moni- 
tored externally. In fact, amplification can 
be continuously monitored in order to 
follow its progress. The ability to simulta- 
neously amplify specific DNA sequences 
and detect the product of the amplification 
both simplifies and improves PGR and 
may facilitate its automation and more 
widespread use in the clinic or in other 
situations requiring high sample through- 
put 

Although the potential benefit* of PCR* to clin- 
ical diagnostics arc wctl known 2,5 , it i$ still not 
widely used in this setting, even though it is 
Four year* ernco thermostable DNA potyrner- 
sue* 4 made PGR practical. Some of the reasons for its slow, 
acceptance are high cost, tack, of automation of pre- and 
post-FCR processing steps, and false positive results. From 
carryover -contamination. The first two points arc related 
in that labor is the largest contributor to cost at the present 
stage of PGR development. Most current assays require 
some form of "downstream" processing once tbermocy* 
ding t& done in order to determine whether the target 
DNA sequence was present and ha$ ampMcd, Theae 
include DNA hybrkiisation 5 ' 6 , gel electrophoresis with or 
without use of restriction digestion*: V HPLC*, or capillary 
electrophoresis 10 . These methods are labor-intense, have, 
low throughput, and arc difficult to automate. The third 
point is also closely related to downstream processing. 
The handling of the FC& product in these downstream 
processes increases the chances that amplified DNA wilt 
spread through the typing lab, resulting in a risk of 



carryover*' false positives in subsequent testing", 

These downstream processing steps would be elimi- 
nated if specific amplification and detection of amplified 
DMA took place simultaneously within an unopened re- 
action vessel Assays m which $uch different processes take 
place without , the need to separate reaction components 
have been termed -Homogeneous'', truly homoge- 
neous PGR assay has been demonstrated to date, although 
progress towards this end has been reported. Chehab, et 
aL 1 , developed a PGR product detection scheme using 
fluorescent primers that resulted in a fluorescent PGR 
product AHcfc-speeific primers, each with different fluo- 
rescent tags, were used to indicate the genotype of the 
DNA. HoWever, the unincorporated primers uiust still be 
removed in a do wnwream process in order to visualize the 
result Recently, Holland, et at> ls , developed an assay in 
Which the endogenous 5 r exonudease assay of T<*q DNA 
polymerase was exploited to cleave a labeled oligonucleo- 
tide probe. The probe would only dcave if PGR amp$6- 
cation had produced its complementary sequence. In 
order to detect the cleavage products, however, a subse- 
quent process is again needed, 

We have developed a truly homogeneous assay for PGR 
and PGR product detection based upon tbc gready in- 
creased fluorescence that ethidium bronude and other 
DNA binding dyes exhibit when they are bound to.ds- 
DNA X4_ie , As outbrtcc* in Figure 1, a prototypic PGR 
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HQVntE l Principle of simultaneous amplification and detection Of 
PCR product: The cOrtipOncnU; ofa PCR coawinhi^ EtBr that are 
fluorescent are listcd—ttBr itself, EtBr bound to either ssDN A ot 
d$DNA. There is » large ft^wre^ceocc enhancement when EtBr is 
bound to PNA and bmdiiig is greatly enhanced when DNA .tS 
double-stranded, Ater sut&dcut <n)..cydcs of PGR. the net 
increase in UsDNA residts in additional £tftr binding and ? net 
increase in total "fiuoreseence: 
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7 Gel electrophoresis of PCR amplification products of the 
human, nuclear gene, HLA DQa, made in the presence of 
increasing amounts of EtBr (up to 6 fLg/tnl). The presence of 
EtRr Iwu no obvious effect on the yield or specificity of amplifi- 
cation. 



A, 





HOCK $ (A) fluorescence measurements from PCRs that contain 
0.5 ugfari EtBr and that are spedfk for Y-^hrotnosojooc repeat 
seqo ence*. Five replicate PCRs **ere begun containing each of the 
DNA* specified* At eadi incUcatcd cyde, One of the five replicate 
PCRs for each DNA was removed from thermocyding and tts 
fluorescence measured. Unit* of fluorescence Are arbitrary. (B) 
UV photography of PGR tubes (0,5 ml Eppcndorf^tylc, pofyprth 
pykrte f^tcro<entri£ugc tubes) con&tumg reactions, those scarfs 
tng from Z ng male DNA and control reaction* without any DNA, 
from (A), 
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begins with primers that are single-stranded DNA <ss- 
DNA)» dNTPs, and DNA polymerase! An amount of 
dsDNA containing the target sequence (target DNA) is 
also typically present. This amount can vary, depending 
on the application, from single-cell amounts of DNA 17 to 
micrograms per PCR* e , If EtBr is present, the reagents 
that will fluoresce, in order of increasing fluorescence, are 
free EtBr itself, and EtBr bound to the singk^tranded 
DNA primers ami to the double-stranded target DNA (by 
its intercalation between the stacked bases of the DNA 
doubic-hefix)* After the first denaturation cyde* target 
DNA will be largely singic-gtranded. After a PGR is 
completed, the most significant change is the increase in 
the amount of dsDNA (the PCR product itself) of up to 
several micrograms. Formerly free EtBr is bc*und to the 
additional dsDNA, resulting in an increase in fluores- 
cence. There is also some decrease in the amount of 
ssDNA primer, but because the binding of EtBr to ssDNA 
is much Jess than to dsDNA, the effect of this change on 
the total fluc^e$ccricc of the sample is small* The fluores- 
cence increase can be measured by directing excitation 
illumination through the wails of the amplification vessel 
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before and after, or even continuously during, theraocy. 
ding. 



RESULTS 

PCR in the presence of EtBr. In otder to assess the 
affect of EtBr in PGR, amplifications of the human Hl*A 
DQa gene >9 were performed with the dye present at 
concentrations from 0,06 to 8.0 figfrnl (a tynicaj concen- 
tration of EtBr used in staining of nucleic acids following 
get etearophoresis is 0*5 ".g^fr As shown in Figure 2, gel 
electrophoresis revealed little or no dj;ffercncc in the yield 
or quality of the amplification product whether EtBr was 
absent or present at any of these concentrations, indicat- 
ing that EtBr does not inhibit PGR, 

Detection of human Y-ehromewmc specific 
nuences- Sequeare-sperinc, fluorescence enhancement of 
EtBr ax a result of FOR was demonstrated in a scries of 
amplifications containing 0.5 u.g/ml EtBr and primers 
specific to repeat DNA sequences found on the human 
V-chromosomc^- These PCRs initially contained cither 
60 ng male. 60 ug female, 2 ng mak human or no DNA. 
Five rcplkate PCRs were begun for each DNA* After 9, 
17, 21 , 24 and 29 cycles of therniocyding, a PCR for each 
DNA was removed from the thermocyden and its fluo- 
rescence measured in a spectrofluorometer and plotted 
vs, amplification cyde number (Fig. 3 A). The shape of this 
curve reflects the feet that by the time an increase in 
fluorescence can be detected, the increase in DNA is 
becoming linear and not exponential with cyde number. 
As shown, the fluorescence increased about three-fold 
over the background fluorescence for the PCRs contain- 
ing human male DNA, but did not significantly increase 
for negative control PCRs, which contained either no 
DNA or human female DNA. The more male DNA 
present to begin with— 60 ng versus 2 tig— die fewer 
cycles were needed to give a detectable increase in fluo- 
rescence. Gel eJectrophoresis on the products of these 
amplifications showed that DNA fragments of the ex- 
pected size were made in the male. DNA containing 
reactions and that litde DN A synthesis took place in the 
control samples. 

In addition, the increase in fluorescence was visualized 
by simply laying the completed, unopened PCRs qo a UV 
transilhimimtor and photographing them through a red 
filter. This is shown in figure SB tor the reactions thai 
began with 2 ng male DNA and those with no DNA. 

Detection of specific aiJcIca of the human ft-globiu 
gene. In order to demonstrate that this approach has 
adequate specificity to allow genetk screening, a dttecrion 
of the $kkle-cdl anemia mutation was performed Figure 
4 shows the fluorescence from completed amplification* 

containing EtBr (0.5 jig/ml) a* detected by photography 
of the reaction tubes on a UV transillaminator. These 
reactions were performed using primers specific for ci- 
ther the wild-type or sickle-ceil mutation of the human 
^iobin gene* - The specificity for each aBctc is imparted 
by placing the sidde-niutation site at the terminal V 
nucleotide of one primer. By using an appropriate primer 
annealing temperature, primer extension—and thus am- 
phnc^tion--can take place only if the 5' nucleotide of the 
primer is compjemcntary to the 0-gtobui allele present 7 '^ 
Each pair of ^mpimcations shown in Figure 4 consists of 
a reaction with either the wiM-type allele specific (left 
tube) or skkle-allele specific (right tube) primers. Three 
different DN As were typed: DNA from a homozygous, 
wild-type 0-globin individual (AA); from a heterozygous 
sickle pMglobin individual (AS); and from a homozygous 
sickle jJ-#obm individual (SS). Each DNA (50 ng genomic 
DNA to start each PGR) was analyzed in triplicate (3 pairs 
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0 f reactions each). The DNA .type yras reflected in the 
pfattve fluorescence intensities in each pair of completed 
flm pIiiication6, There was a significant increase in fluores- 
cence only where a f^globin allele DNA matched the 

Srinicr set. When measured ot\ a spcctrofhioroinetcr 
jjUfi not shown), this fluorescence 'was about three times 
present in a PCR where both p-globxn alleles were 
^matched to the primer set- Gel cfcttrophoresfci (not 
pkowi) established that this increase in fluorescence was 
(jtie to the synthesis of nearly a microgram of a DNA 
fogtnent of the expected size for £-globin. There was 
tftdc synthesis of dsDNA in reactions in which the alkie- 
$pcdfic primer was mismatched to both alleles. 

Coariitvous m<HMtoriog of a PCR* Usiag a fiber op*k 
devieerii is possible to direct excitation illumination from 
9 spectrofluorometer to a PCR undergoing thcrmocycling 
and to return its fluorescence to the spectroftuoronietCT. 
The fluorescence readout of such an arrangement, di- 
rected at an EtBr*concaintng amplification of Y<hromo- 
some specific sequences from 25 ng of hwrwn male DNA* 
is shown in Figure 5. The readout from a control 1PCR 
w hh no target DNA is also shown. Thirty cycles of PGR 
uterc monitored for cach- 

The fluorescence trace as a function of time dearly 
shows the efFect of the thermocyding. Fluorescence inten- 
tly rises and fails inversely with temperature The fluo- 
rescence intensity is minimum at the denaturation tem- 
perature (<M°C) and maximum at the anneaUn^exten&ion 
temperature (5Q°C). In the negative-control PCR, these 
fluorescence maxima and minima do not change signifi- 
cantly over the thirty tbcrmOcydcs, indicating that there is 
Ihtle dsDNA synthesis without the appropriate target 
DNA, and there is little if any bleaching of EtBr during 
the continuous ilhimination Of the sample. 

Jn the PCR containing male DNA, the fluorescence 
maxima at the annealing/extension temperature begin to 
increase at about 4000 seconds" of thcriwocycling, and 
continue to increase with time, indicating that dsDNA is 
being produced at a detectable JeveL Note that the fluo- 
rescence minima at the denaturation temperature do not 
signiftcandy increase* presumably because at this temper- 
ature there is no dsDNA for EtBr to bind- Thus the course 
of the amplification is followed by tracking the fluorcv. 
cenee increase at the aoncaKngj temperature. Analysis of 
the products of these two amplifications by gel electropho- 
resis showed a DNA fragment of the expected siie for the 
male DNA containing sample and no detectable DNA 
synthesis for the control sample. 

DISCUSSION 

Downstream processes such as hybridization to a se- 
quence-specific probe can enhance the specificity of DMA 
decetxivM h> FCR. The eliiniontiori of theac processes 
means that* the specificity of this homogeneous assay 
depends solely on dial of FCR* In the case of sickle-celi 
disease, we have shown that PGR alone has sufficient DNA 
sequence specificity to permit genetic screening. Using 
appropriate amplification conditions, there is Utdc non* 
specific production of dsDNA in the abeeace of the 
appropriate target allele. 

The specificity required to detect pathogens can be 
more or less than that requited to do genetic screening, 
depending on the number of pathogens in the sample and 
the amount of odier DNA that must be taken with the 
sample. A difficult target is HIV, which TcquiTcs detection 
of a viraJ genome that can be at the level of a few copies 
per thousands of host cells*. Compared with genetic 
screening, which is performed on ceils containing at least 
one copy of the target sequence* HIV detection requires 
both more specificity and the inpxit of more total 
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UV photography of FCR tubes containing anipU6cAUons 
using EtBr that art specific to wild-type (A) or *k*te (5) alleles of 
the human £-globin gene. The left o« eaChp&ir of tubes Contains 
aBeltt»spcafic primers to the wild-type aUeks. the right tube 
primers to the wcWe atWe- The photograph was tafon afcer SO 
cycles of PCR, and the input DNA* and the alleles they contain 
ans mdicated. fifty ag of DNA was used to bCrin PGR. Typing 
was done in triplicate (3 pairs of PCRs) for cadi input DNA 
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FtCQME 5 Continuous, real-time monitoring of a PCR, A fiber optic 
was used to carry excitation light to a frt>R in progress and also 
emitted light back to a fluoromctcr (see Ex^enmcntal Protocol). 
Anrptificafion'tfSiag human malo-DNA specific primers in a PCR 
Starting with 20 ilg of human male DNA (top), or in a control 
PCR without DNA (bottom), were monitored. Thirty cydes of 
PCR were followed for each. The temperature cycled between 
94X (denaturation) and 50*C (annealing and extension). Note in 
the male DNA PCR,. the cycle (time) depeorfcet increase in 
fluorescence at the auueafir^extension temperature 
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DNA — up to microgram amounts—in order to have suf- 
ficient numbers of target sequences. This large amount of 
starting DNA it* an amplification simbcaurty increases 
the background fluorescence over w! any additional 
fluorescence produced by PCR must be detected. An 
additional complication that occurs with targets in low 
copy-number H the formation of the **primer-cfimer M 
artifact. This is the result of the extension of one primer 
using the other primer *.? a template. Although this occurs 
infrequently, once it occurs the extension product is a 
substrate for PGR amplification, and can compete whh 
true PCR targets if those targets are rare. The primer- 
dimer product is of course dsDNA and thus U a potential 
source of false signal in this homogeneous assay. 

To increase PCR specificity and reduce the eEcet of 
primer-dimcT ampUfication, we are investigating a num- 
ber of approaches, including the use of nested-primer 
amplifications that take place in a single tube*, and the 
"hot-start", in which nonspecific amptitkation ts reduced 
by raising the temperature of the reaction before DNA 
synthesis begins 85 . Preliminary resuks using these ap- 
proaches suggest tbat-prujzcr^irocT b effectively reduced 
and it is possible to detect the increase in Etfir fluores- 
cence in a PCR instigated by a single HIV genome in a 
background of IG* ceils. With larger numbers of cells, the 
background fluorescence contributed by genomic DNA 
becomes problematic- To reduce ifus background, it may 
be possible to use sequence-specific DNA4>inding dyes 
that can be made to preferentially bind PCR product over 
genoxnk DNA by incorporating the dye-binding DNA 
sequence into the PCR product through a 5' "add-on" to . 
the ohronudeotidc primer 24 . 

We nave shown that the detection of fluorescence 
generated by an EtBr-containing PGR is straightforward, 
both once PCR is completed and continuously during 
thermocydmg. The ease with which automation of spe- 
cific DNA detection can be accomplished is the most 
promising aspect of this assay. The Huorescence analysis 
of completed PCRs is alrcady^ossiblc with existing instru- 
mentation in 90-weIl format***. In this format, the fluores- 
cence in each PCR can be <juantitated before* after, and 
even at selected points during tfaerraocycutig by moving 
the rack of PCRs to a ^mierowcll plate fluorescence 
reader 40 . 

The instrumentation necessary to continuously monitor 
multiple PCRs simultaneously is also simple in principle. 
A direct extension of the apparatus used here is to have 
multiple fiberoptics transmit the excitation light and flu- 
orescent emissions to and from multiple PCRs. The ability 
to monitor multiple PCRs continuously may allow quan- 
titation of target UNA copy number. Figure 3 shows that 
the larger the amount of starting target DNA, the sooner 
during PCR a fluorescence increase is detected. Prelimi- 
nary experiments <Higuchi and Dottinger, manuscript in 
preparation) with continuous monitoring have shown a 
sensitivity to two-fold differences in initial target DNA 
concentration. 

Conversely, if the number of target molecules is 
known — as it can be in genetic sereening-rcontinuous 
monitoring may provide a means of detecting false posi- 
tive and false negative results. With a known number of 
target molecules, a true positive would exhibit detectable 
fluorescence by a predictable number of cycks of PCR. 
Increases in fluorescence detected before or after that 
cycle would indicate potential artifacts. False negative 
results due to, for example,. inhibition of DNA polymer^ 
ase, may be detected by including within each PCR an 
inefficiently amplifying marker. This marker results in a 
fluorescence increase onfy after a large number of cy- 
cles — many more' than arc necessary to detect a true 
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positive. If a sampJc fails to have a fluorescence increase 
after this many cycles, inhibition may be suspected. Since, 
in this assay, conclusions are drawn based on the presence 
or absence of fluorescence signal alone, such controls may 
be important. In any event before any test based on this 
principle is ready for the clinic, an assessment of its false 
positive/false negative rates wDI need to be obtained using 
a large number of known samples. 

In summary, the inclusion ba PCR of dyes whose Huo- 
rescence is enhanced upon binding dsDNA makes it 
possible to detect spcci&c DNA amplification from outside 
the PCR tube. In the future, instruments based upon this 
principle may facilitate the more widespread use of PCR 
in applications that demand the high throughput of 
samptes. 

EXPERIMENTAL PROTOCOL 

Human HLA-DQ« geae *mpHflauiooa containing EtBr, 
PCRs were set up in 100 $4 volumes containing 10 mM Tris^HCK 
pH 8.3; 50 mM RClj 4 mM MgO z : %S units of too DNA 
polymerase (Pfcr1tui*£}mcr Gems. Norwalk, CT); 20 pniolc cadi 
of human HlA-DQa ' gene specific oligonucleotide primers 
(iH56 and CH27 1 * and approsoraatcly 10* copies of DQfr PCk 
product diluted from a previous reaction. Ethidiuip bromide 
(E<Br, Sigma} was used at the concentrations indicated in Figure 
2. Thermocyding proceeded for 20 eyd« in a model 460 
thcrewcydcr (Perkiu-EImer Cctun, Norwalk, CT) u«ng a "stcp- 
cycJc" program $4*C for 1 mm* denaturation and 6(rO for 30 
scd anncaLng and 72°C for 30 sec. extension, 

Y-chromosomc specific PCR. PCRs (J 00 pi total reaction 
volume) containing vi» EtBr were prepared as described 

For HLA-DQa, except with dhTcrcnt primers and target JDNAs, 
These PCRs contained I $ pmolc each male DN A-spccific prio^ 
YI . 1 and V and either 60 ng male, 00 tig female, 2 ng male, 
or no human DNA. Thermocyding was W^CTor I nun- and 60?C 
for 1 tnin using a "step-cycle* program. The number of cycles for 
a sample we as indicated in Figure 3. Fluorescence measure- 
ment' ts described below. 

AUck-ispccific, human p-globift £ct*= PCR* Ampu'ncauons of 
100 p-1 vpJumc nsmz 0-5 °f •^ tBr wcrc prepared ^ 

described for HLA-DQn above except with different primers and 
target DNAs. These PCRs contained either primer pair HOPS/ 
Hp HA <wfld-type glohin specific primers) or HGF2/H(*M$ (skk- 
le-giobin specific primers) at 10 pmole each piimcr per PCR, 
These primers were developed by Wu ct at 21 * Three different 
target DNA a were t«cd in separate amplifrcatkma — 50 ng each of 
human DNA that was homozygous for the sickle trait (SS)* DNA 
that was heterozygous for the skkle watt (A$X or DNA that wits 
homozygous for the'w.t- globin (AA). Thcrmocycfirtg wtt for 30 
cycles at 94"C for 1 mm. and 55 6 C for 1 min. itsw| a f 'stcj><Ycte" 
program. An antteaHttg temperature of SSX. bad been shown by 
Wu et al. 2i to provide allcJc^pcciric awplifcatiori. Completed 
PCRs *!crc photDgraphcd through a red fitter (Wratterr23A) 
after pladng the reaction lubes atop a model TM-S6 tranflmumi- 
nator (UV-productS Sah Oabriet, CA). 

FhioresectK^ meaanreinent. Fluorescein measurements wet* 
made on PCRs containirtfr EtBr in a Fluorolog-2 fltioromctcr 
(SPEX, Edison* NJ)- Excitation was at the 500 nm band wjth 
al»ur 2 nm bandwidth with a GG 435 nm cut-off ^iMc les 
Crist. Inc., Irvine. CA) to exclude second-order light . 
hght was detected at 5 V0 nm with a bandwidth of about 7 t»ni^ An 
OG 530 »m cut-ofF fi»tcr was used to remove the excitation hgfct 

CoratlmtouA ftttowiccnee mraitoking of PCR, Co»>tinwoui 
monitoring oiP a PCR in progress was accomplished using the 
Bpcctrofiuoromeier and setdngs described Above as well as a 
ffteroptic accessory <SPJ&X cat no. 1950) to both send exatauou 
Rght to. and receive emitted light from, a PCR pbeed in a well oj 
a model 480 iJiermocyclcr (Pcrkm-Elmcr Cetus). The probe end 
of the fiberoptic cable was attached with "5 mit» ute-epoxy* to tto 
open top of a PCR tube (a 0.5 ml polypropylene centrif^c tube 
with its cap removed) effectively scaling it. The exposed top 
Ihft PCR tuoe and the end of the fiberoptic caWc were shielded 
from room light and the rOOra lights were kept dimmed dvtmg 
each ru». Tlx: monitored PCR was an amplification of Y<dto- 
rnosQme-fipcciftc repeat sctjuences as described above, except 
ufling^ an anncaKn^extcnsk«l ternperauire of 50°C. The rcziction 
was coveted with mintCrtd oi» (2 drops) to prevent evaporation. 
Therraocydirig and* fluorescence measurement were started si- 
multaneously, A time-base scan with a 10 second mtegracOtf tone 
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Kit* uwjd and the 4(nbtt0& Stgnal was rattoed to' the. excitation 
nigrtftl to control for change* in li$ht-sourcc intcrurity. Data were 
^lcded using the dntfOOOt, version 2,5 {SFEX) data system. 

We ttani Bob Jones for help with the speetrofluormcmc 
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Oligonucleotides with Fluorescent Dyes at 
Opposite Ends Provide a Quenched Probe 
System Useful for Detecting PCR Product 
and Nucleic Acid Hybridization 

Kenneth J. Livak, Susan J.A, Flood, Jeffrey Marmaro, William Giusti, and Karin Deetz 

Perkin-EImer, Applied Biosystems Division, Foster City, California 94404 



The 5' nuclease PCR assay detects the 
accumulation of specific PCR product 
by hybridization and cleavage of a 
double-labeled fluorogenk probe 
during the amplification reaction. 
The probe Is an oligonucleotide with 
both a reporter fluorescent dye and a 
quencher dye attached. An Increase 
In reporter fluorescence Intensity In- 
dicates that the probe has hybridized 
to the target PCR product and has 
been cleaved by the 5' -*3' nude- 
olytlc activity of Taq DNA polymerase. 
In this study, probes with the 
quencher dye attached to an Internal 
nucleotide were compared with 
probes with the quencher dye at- 
tached to the 3 -end nucleotide. In all 
cases, the reporter dye was attached 
to the 5' end. All Intact probes 
showed quenching of the reporter 
fluorescence. In general, probes with 
the quencher dye attached to the 3 - 
end nucleotide exhibited a larger sig- 
nal In the 5' nuclease PCR assay than 
the Internally labeled probes. It Is 
proposed that the larger signal Is 
caused by Increased likelihood of 
cleavage by Taq DNA polymerase 
when the probe Is hybridized to a 
template strand during PCR. Probes 
with the quencher dye attached to 
the 3 '-end nucleotide also exhibited 
an Increase In reporter fluorescence 
Intensity when hybridized to a com- 
plementary strand. Thus, oligonucle- 
otides with reporter and quencher 
dyes attached at opposite ends can 
be used as homogeneous hybridiza- 
tion probes. 



homogeneous assay for detecting 
the accumulation of specific PCR prod- 
uct that uses a double-labeled fluoro- 
genic probe was described by Lee et al. (1) 
The assay exploits the 5'-+ 3' nucle- 
olytic activity of Taq DNA poly- 
merase (JU) and Is diagramed in Figure 1. 
The fluorogenic probe consists of an oli- 
gonucleotide with a reporter fluorescent 
dye, such as a fluorescein, attached to 
the 5' end; and a quencher dye, such as a 
rhodamine, attached internally. When 
the fluorescein is excited by irradiation, 
its fluorescent emission will be 
quenched if the rhodamine is close 
enough to be excited through the pro- 
cess of fluorescence energy transfer 
(FET).< 4 ' 5) During PCR, if the probe is hy- 
bridized to a template strand, Taq DNA 
polymerase will cleave the probe be- 
cause of its inherent 5' -» 3' nucleolytic 
activity, if the cleavage occurs between 
the fluorescein and rhodamine dyes, it 
causes an increase in fluorescein fluores- 
cence Intensity because the fluorescein 
is no longer quenched. The increase in 
fluorescein fluorescence intensity indi- 
cates that the probe-specific PCR product 
has been generated, Thus, FET between a 
reporter dye and a quencher dye is criti- 
cal to the performance of the probe in 
the 5' nuclease PCR assay. 

Quenching is completely dependent 
on the physical proximity of the two 
dyes. <6) Because of this, it has been as- 
sumed that the quencher dye must be 
attached near the 5' end. Surprisingly, 
we have found that attaching a rho- 
damine dye at the 3' end of a probe 
still provides adequate quenching for 
the probe to perform in the S' nuclease 



PCR assay. Furthermore, cleavage of this 
type of probe is not required to achieve 
some reduction in quenching. Oligonu- 
cleotides with a reporter dye on the 5' 
end and a quencher dye on the 3' end 
exhibit a much higher reporter fluores- 
cence when double-stranded as com- 
pared with single-stranded. This should 
make it possible to use this type of dou- 
ble-labeled probe for homogeneous de- 
tection of nucleic acid hybridization. 

MATERIALS AND METHODS 
Oligonucleotides 

Table 1 shows the nucleotide sequence 
of the oligonucleotides used in this 
study. Linker arm nucleotide (LAN) 
phosphoramidite was obtained from 
Glen Research. The standard DNA phos- 
phoramidites, 6-carboxyfluorescein (6- 
FAM) phosphoramidite, 6-carboxytet- 
ramethyirhodamine succinimidyl ester 
(TAMRA NHS ester), and Phosphalink 
for attaching a 3'-biocking phosphate, 
were obtained from Perkin-EImer, Ap- 
plied Biosystems Division. Oligonucle- 
otide synthesis was performed using an 
ABI model 394 DNA synthesizer (Applied 
Biosystems). Primer and complement 
oligonucleotides were purified using 
Oligo Purification Cartridges (Applied 
Biosystems). Double-labeled probes were 
synthesized with 6-FAM-labeIed phos- 
phoramidite at the S' end, LAN replacing 
one of the T's in the sequence, and Phos- 
phalink at the 3' end. Following de- 
protection and ethanol precipitation, 
TAMRA NHS ester was coupled to the 
LAN-containing oligonucleotide in 2S0 
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FIGURE 1 Diagram of 5' nuclease assay. Stepwise representation of the 5' - 3' n ^ leo ^^^ 



mM Na-bicarbonate buffer (pH 9.0) at 
room temperature. Unreacted dye was 
removed by passage over a PD-10 Sepha- 
dex column. Finally, the double-labeled 
probe was purified by preparative high- 
performance liquid chromatography 
(HPLC) using an Aquapore C 8 220x 4.6- 
mm column with 7-jun particle size. The 
column was developed with a 24-min 
linear gradient of 8-20% acetonitrile in 
0.1 m TEAA (triethylamine acetate). 
Probes are named by designating the se- 
quence from Table 1 and the position of 
the LAN-TAMRA moiety. For example, 
probe Al-7 has sequence Al with LAN- 
TAMRA at nucleotide position 7 from the 
5' end. 



PCR Systems 

All PCR amplifications were performed 
In the Perkin-Elmer GeneAmp PCR Sys- 
tem 9600 using 50-^1 reactions that con- 
tained 10 mM Trls-HCl (pH 8.3) # 50 mM 
KC1, 200 pM dATP, 200 \im dCTP, 200 jxm 
dGTP, 400 pjm dUTP, 0.5 unit of AmpEr- 
ase uracil N-glycosylase (Perkin-Elmer), 
and 1.25 unit of AmpliTaq DNA poly- 
merase (Perkin-Elmer). A 295-bp seg- 
ment from exon 3 of the human p-actin 



gene (nucleotides 2141-2435 in the se- 
quence of Nakajima-Ii)ima et al.) (7) was 
amplified using primers AFP and ARP 
(Table 1), which are modified slightly 
from those of du Breuii et al. t8) Actin am- 
plification reactions contained 4 mM 
MgCl 2 , 20 ng of human genomic DNA, 
50 nM Al or A3 probe, and 300 nu each 



primer. The thermal regimen was 50°C 
(2 min), 95°C (10 min), 40 cycles of 9S°C 
(20 sec), 60°C (1 min), and hold at 72°C. 
A 515-bp segment was amplified from a 
plasmid that consists of a segment of X 
DNA (nucleotides 32,220-32,747) in- 
serted in the Smal site of vector pUC119. 
These reactions contained 3.5 mM 
MgCl 2 , 1 ng of plasmid DNA, 50 nM P2 or 
P5 probe, 200 nM primer F119, and 200 
nM primer R119. The thermal regimen 
was 50°C (2 min), 9$*C (10 min), 25 cy- 
cles of 95°C (20 sec), 57°C (I min), and 
hold at 72°C. 



Fluorescence Detection 

For each amplification reaction, a 40-^1 
aliquot of a sample was transferred to an 
individual well of a white, 96-well mlcro- 
titer plate (Perkin-Elmer). Fluorescence 
was measured on the Perkin-Elmer Taq- 
Man LS-50B System, which consists of a 
luminescence spectrometer with plate 
reader assembly, a 485-nm excitation fil- 
ter, and a 515-nm emission filter. Excita- 
tion was at 488 nm using a 5-nm slit 
width. Emission was measured at 518 
nm for 6-FAM (the reporter or R value) 
and 582 nm for TAMRA (the quencher or 
Q value) using a 10-nm slit width. To 
determine the increase in reporter emis- 
sion that is caused by cleavage of the 
probe during PCR, three normalizations 
are applied to the raw emission data. 
First, emission intensity of a buffer blank 
is subtracted for each wavelength. Sec- 
ond, emission intensity of the reporter is 



TABLE 1 Sequences of Oligonucleotides 



Name 


Type 


F119 


primer 


RU9 


primer 


P2 


probe 


P2C 


complement 


P5 


probe 


P5C 


complement 


AFP 


primer 


ARP 


primer 


Al 


probe 


A1C 


complement 


A3 


probe 


A3C 


complement 



Sequence 



ACCCACAGGAACTGATCACCACTC 

ATGTCGCGTTCCGGCTGACGTTGTG C 

TCGCATTACI'GATCGTrGCCAACCAGTp 

GTACTGGTTGGCAACGATCAGTAATGCGATG 

CGGA'ITTGCTGGTATCTATGACAAGGATp 

TTCATCCTTGTCATAGATACCAGCAAATCCG 

TCACCCACACTGTGCCCATCTACGA 
CAGCGGAACCGC1CATTGCCAATGG 
ATCCCCTCCCCCATGCCATCCTGCGTp 
AGACGCAGGATGGCATGGGGGAGGGCATAC 

CGCCCrGGACTTCGAGCAAGAGATjf) 
CCATCTCTTGCTCGAAGTCCAGGGCGAC ^ 



For each oligonucleotide used in this study, the nucleic add sequence * ^jj^ 
5* - y direction. There are three types of oligonucleotides: PCR pnmer, ^^J^^g 
in the 5' nuclease assay, and complement used to hybridize to the corresponding probe. For tne 
^o^Smo^ indicates a position where LAN with TAMRA attached was subsn 
tuted for a T. (p) The presence of a 3' phosphate on each probe. 
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Al-2 RaQgccctcccccatgccatcctgcgtp 

A1-7 RATGCCCQC'CCCCATGCCATCCTGCGTp 

A1-14 RATGCCCTCCCCCAQGCCATCCTGCGTp 

A1-19 RATGCCCTCCCCCATGCCAQCCTGCGTp 

A1-22 RatqxctcccccatgccatccQgogtp 

A1-26 Rat^xcctcccccatgccatcctgcgQp 



Probe 


518 nm 


582 nm 


RCr 


RQ + 


ARQ 




no temp. 


+ temp. 


no temp. 


■f temp. 








A1-2 


25.5 ±2.1 


32.711.9 


38.2 + 3.0 


38.2 ±2.0 


0.67 + 0,01 


0.86 ±0.06 


0.1910.06 


A1-7 


53.5 ±4.3 


395.1 ±21.4 


108.5 ±6.3 


110.3 ±5.3 


0.49 ±0.03 


3.5810.17 


3.09 ±0.1 8 


A1-14 


127.0±4.9 


403.5 + 19.1 


109.7 ±5.3 


93.1 ±6.3 


1.16 ±0.02 


4.34 ±0.15 


3.18±0.16 


A1-19 


187.5 ±17.9 


422.7 ±7.7 


70.3 ±7.4 


73.0 ±2.8 


2.67 ±0,05 


5.80 ±0.15 


3.T3 + 0.16 


A1-22 


224.6 ±9.4 


482.2 ±43.6 


100.0 ±4.0 


96.2 ±9.6 


2.25 ±0.03 


5.02 ±0.11 


2.7710.12 


A1-26 


160.2 ±8.9 


454.1118.4 


93.1 ±5.4 


90.7 ±3.2 


1.72 ±0.02 


5.01±0.O8 


3.29 ±0.08 



FIGURE 2 Results of 5' nuclease assay comparing p-actin probes with TAMRA at different nucle- 
otide positions. As described in Materials and Methods, PGR amplifications containing the in- 
dicated probes were performed, and the fluorescence emission was measured at 516 and 582 nm. 
Reported values are the average* 1 s.o. for six reactions run without added template (no temp.) 
and six reactions run with template (+temp.). The RQ ratio was calculated for each individual 
reaction and averaged to give the reported RQ" and RQ + values. 



divided by the emission intensity of the 
quencher to give an RQ ratio for each 
reaction tube. This normalizes for well- 
to-well variations in probe concentra- 
tion and fluorescence measurement Fi- 
nally, ARQ is calculated by subtracting 
the RQ value of the no-template control 
(RQ~) from the RQ value for the com- 
plete reaction including template 
(RQ + ). 

RESULTS 

A series of probes with increasing dis- 
tances between the fluorescein reporter 
and rhodamine quencher were tested to 
investigate the minimum and maximum 
spacing that would give an acceptable 
performance in the 5' nuclease PCR as- 
say. These probes hybridize to a target 



sequence in the human p-actin gene. 
Figure 2 shows the results of an experi- 
ment in which these probes were in- 
cluded in PCR that amplified a segment 
of the 0-actin gene containing the target 
sequence. Performance in the 5 f nu- 
clease PCR assay is monitored by the 
magnitude of ARQ, which is a measure 
of the increase in reporter fluorescence 
caused by PCR amplification of the 
probe target. Probe Al-2 has a ARQ value 
that is close to zero, indicating that the 
probe was not cleaved appreciably dur- 
ing the amplification reaction. This sug- 
gests that with the quencher dye on the 
second nucleotide from the 5 f end, there 
is insufficient room for Taq polymerase 
to cleave efficiently between the reporter 
and quencher. The other five probes ex- 
hibited comparable ARQ values that are 



clearly different from zero. Thus, all five 
probes are being cleaved during PCR am- 
plification resulting in a similar increase 
in reporter fluorescence. It should be 
noted that complete digestion of a probe 
produces a much larger increase in re- 
porter fluorescence than that observed 
in Figure 2 (data not shown). Thus, even 
in reactions where amplification occurs, 
the majority of probe molecules remain 
uncleaved. It is mainly for this reason 
that the fluorescence intensity of the 
quencher dye TAMRA changes little with 
amplification of the target. This is what 
allows us to use the 582-nm fluorescence 
reading as a normalization factor. 

The magnitude of RQ" depends 
mainly on the quenching efficiency in- 
herent in the specific structure of the 
probe and the purity of the oligonucle- 
otide. Thus, the larger RQ" values indi- 
cate that probes AM4, Al-19, Al-22, and 
A 1-26 probably have reduced quenching 
as compared with Al-7. Still, the degree 
of quenching is sufficient to detect a 
highly significant increase in reporter 
fluorescence when each of these probes 
is cleaved during PCR. 

To further investigate the ability of 
TAMRA on the 3 f end to quench 6-FAM 
on the 5' end, three additional pairs of 
probes were tested in the 5 r nuclease 
PCR assay. For each pair, one probe has 
TAMRA attached to an internal nucle- 
otide and the other has TAMRA attached 
to the 3' end nucleotide. The results are 
shown in Table 2. For all three sets, the 
probe with the 3' quencher exhibits a 
ARQ value that is considerably higher 
than for the probe with the internal 
quencher. The RQ" values suggest that 
differences in quenching are not as great 
as those observed with some of the Al 
probes. These results demonstrate that a 
quencher dye on the 3' end of an oligo- 
nucleotide can quench efflciendy the 



TABLE 2 Results of 5' Nuclease Assay Comparing Probes with TAMRA Attached to an Internal or 3'-terminal Nucleotide 



518 nm 582 nm 



Probe 


no temp. 


+ temp. 


no temp. 


+ temp. 


RQ" 


RQ + 


ARQ 


A3-6 


54.6 ± 3.2 


84.8 ±3.7 


116.2 + 6.4 


115.6 ± 2.5 


0.47 ± 0.02 


0.73 ± 0.03 


0.26 + 0.04 


A3-24 


. 72.1 ± 2.9 


236.5 ± 11.1 


84.2 ± 4.0 


90.2 ± 3.8 


0.86 ± 0.02 


2.62 ± 0.05 


1.76 ± 0.05 


P2-7 


82.8 ± 4.4 


384.0 ± 34.1 


105.1 ± 6.4 


120.4 ± 10.2 


0.79 ± 0.02 


3.19±0.16 


2.40 ± 0.16 


P2-27 


113.4 ±6.6 


555.4 ± 14,1 


140.7 ± 8.5 


118.7 ± 4.8 


0.81 ± 0.01 


4,68 ±0.10 


3.88 ± 0.10 


P5-10 


77.5 ± 6.5 


244,4 ± 15.9 


86.7 ± 4.3 


95.8 ± 6.7 


0.89 ± 0.05 


2.55 + 0.06 


1.66 ± 0.08 


P5-28 


64.0 ± 5.2 


333.6 + 12.1 


100.6 ± 6.1 


94.7 ± 6.3 


0.63 ± 0.02 


3.53 ± 0.12 


2.89 ± 0.13 



Reactions containing the indicated probes and calculations were performed as described in Material and Methods and in the legend to Fig. 2. 
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fluorescence of a reporter dye on the 5' 
end. The degree of quenching is suffi- 
cient for this type of oligonucleotide to 
be used as a probe in the 5' nuclease PCR 
assay. 

To test the hypothesis that quenching 
by a 3' TAMRA depends on the flexibility 
of the oligonucleotide, fluorescence was 
measured for probes in the single- 
stranded and double-stranded states. Ta- 
ble 3 reports the fluorescence observed 
at 518 and 582 nm. The relative degree 
of quenching is assessed by calculating 
the RQ ratio. For probes with TAMRA 
6-10 nucleotides from the 5' end, there 
is little difference in the RQ values when 
comparing single-stranded with double- 
stranded oligonucleotides. The results 
for probes with TAMRA at the 3' end are 
much different. For these probes, hy- 
bridization to a complementary strand 
causes a dramatic increase in RQ, We 
propose that this loss of quenching is 
caused by the rigid structure of double- 
stranded DNA, which prevents the 5' 
and 3' ends from being in proximity. 

When TAMRA is placed toward the 3' 
end, there is a marked Mg 2 " 1 " effect on 
quenching. Figure 3 shows a plot of ob- 
served RQ values for the Al series of 
probes as a function of Mg 2 " 1 " concentra- 
tion. With TAMRA attached near the 5' 
end (probe Al-2 or Al-7), the RQ value at 
0 mM Mg 2 * is only slightly higher than 
RQ at 10 mM Mg 2 *. For probes AM9, 
Al-22, and Al-26, the RQ values at 0 mM 
Mg 2 * are very high, indicating a much 



reduced quenching efficiency. For each 
of these probes, there is a marked de- 
crease in RQ at 1 mM Mg 2 * followed by 
a gradual decline as the Mg 2 * concen- 
tration Increases to 10 mM. Probe Al-14 
shows an Intermediate RQ value at 0 rriM 
Mg 2 * with a gradual decline at higher 
Mg 2 * concentrations. In a low-salt en- 
vironment with no Mg 2 * present, a sin- 
gle-stranded oligonucleotide would be 
expected to adopt an extended confor- 
mation because of electrostatic repul- 
sion. The binding of Mg 2 * ions acts to 
shield the negative charge of the phos- 
phate backbone so that the oligonucle- 
otide can adopt conformations where 
the 3' end is close to the 5' end. There- 
fore, the observed Mg 2 * effects support 
the notion that quenching of a 5' re- 
porter dye by TAMRA at or near the 3' 
end depends on the flexibility of the oli- 
gonucleotide. 

DISCUSSION 

The striking finding of this study is that 
it seems the rhodamlne dye TAMRA, 
placed at any position in an oligonucle- 
otide, can quench the fluorescent emis- 
sion of a fluorescein (6-FAM) placed at 
the 5' end. This implies that a single- 
stranded, double-labeled oligonucle- 
otide must be able to adopt conforma- 
tions where the TAMRA is close to the 5' 
end. It should be noted that the decay of 
6-FAM in the excited state requires a cer- 
tain amount of time. Therefore, what 



TABLE 3 Comparison of Fluorescence Emissions of Single-stranded and 
Double-stranded Fluorogenic Probes 



518 nm 



582 nm 



RQ 



Probe 



ss 



ds 



ss 



ds 



ss 



ds 



Al-7 

Al-26 

A3-6 

A3-24 

P2-7 

P2-27 

P5-10 

P5-28 



27.75 
43.31 
16.75 
30.05 
35.02 
39.89 
27.34 
33.65 



68.53 
509.38 

62.88 
578.64 

70.13 
320.47 
144.85 
462.29 



61.08 
53.50 
39.33 
67.72 
54.63 
65.10 
61.95 
72.39 



138-18 
93.86 
165.57 
140.25 
121.09 
61.13 
165.54 
104.61 



0.45 
0.81 
043 
0.45 
0.64 
0.61 
0.44 
0.46 



0.50 
5.43 
0.38 
3.21 
0.58 
5.25 
0.87 
4.43 



(ss) Single-stranded. The fluorescence emissions at 5 18 or S82 nm for solutions containing a final 
concentration of 50 nM indicated probe, 10 mM Tris-HCl (pH 8.3), 50 mM KCI, and 10 mM Mgd 2 . 
(ds) Double-stranded. The solutions contained, in addition, 100 nM A1C for probes Al-7 and 
Al-26, 100 nM A3C for probes A3-6 and A3-24, 100 nM P2C for probes P2-7 and P2-27. or 100 DM 
PSC for probes P5-10 and P5-28. Before the addition of MgCl* 120 of each sample was heated 
at 95°C for 5 min. Following the addition of 80 |U of 25 mM MgCl 2 , each sample was allowed to 
cool to room temperature and the fluorescence emissions were measured. Reported values are 
the average of three determinations. 



matters for quenching is not the average 
distance between 6-FAM and TAMRA 
but, rather, how close TAMRA can get to 
6-FAM during the lifetime of the 6-FAM 
excited state. As long as the decay time of 
the excited state is relatively long com- 
pared with the molecular motions of the 
oligonucleotide, quenching can occur. 
Thus, we propose that TAMRA at the 3' 
end, or any other position, can quench 
6-FAM at the 5' end because TAMRA is in 
proximity to 6-FAM often enough to be 
able to accept energy transfer from an 
excited 6-FAM. 

Details of the fluorescence measure- 
ments remain puzzling. For example, Ta- 
ble 3 shows that hybridization of probes 
Al-26, A3-24, and P5-28 to their comple- 
mentary strands not only causes a large 
increase in 6-FAM fluorescence at 518 
nm but also causes a modest increase in 
TAMRA fluorescence at 582 nm. If 
TAMRA is being excited by energy trans- 
fer from quenched 6-FAM, then loss of 
quenching attributable to hybridization 
should cause a decrease in the fluores- 
cence emission of TAMRA. The fact that 
the fluorescence emission of TAMRA in- 
creases indicates that the situation is 
more complex. For example, we have an- 
ecdotal evidence that the bases of the 
oligonucleotide, especially G, quench 
the fluorescence of both 6-FAM and 
TAMRA to some degree. When double- 
stranded, base-pairing may reduce the 
ability of the bases to quench. The pri- 
mary factor causing the quenching of 
6-FAM in an intact probe is the TAMRA 
dye. Evidence for the importance of 
TAMRA is that 6-FAM fluorescence 
remains relatively unchanged when 
probes labeled only with 6-FAM are used 
in the 5' nuclease PCR assay (data not 
shown). Secondary effectors of fluores- 
cence, both before and after cleavage of 
the probe, need to be explored further. 

Regardless of the physical mecha- 
nism, the relative independence of posi- 
tion and quenching greatly simplifies 
the design of probes for the 5' nuclease 
PCR assay. There are three main factors 
that determine the performance of a 
double-labeled fluorescent probe in the 
5' nuclease PCR assay. The first factor is 
the degree of quenching observed in the 
intact probe. This is characterized by the 
value of RQ" , which is the ratio of re- 
porter to quencher fluorescent emis- 
sions for a no template control PCR. In- 
fluences on the value of RQ~ include 
the particular reporter and quencher 
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mM Mg 

FIGURE 3 Effect of Mg 2+ concentration on RQ ratio for the Al series of probes. The fluorescence 
emission intensity at 518 and 582 nm was measured for solutions containing 50 nM probe, 10 mM 
Trls-Hd (pH 8.3), 50 mM KC1, and varying amounts (0-10 mM) of Mgd 2 . The calculated RQ 
ratios (518 nm intensity divided by 582 nra intensity) are plotted vs. MgCl 2 concentration (him 
Mg). The key (upper right) shows the probes examined. 



dyes used, spacing between reporter and 
quencher dyes, nucleotide sequence 
context effects, presence of structure or 
other factors that reduce flexibility of 
the oligonucleotide, and purity of the 
probe. The second factor is the efficiency 
of hybridization, which depends on 
probe T ml presence of secondary struc- 
ture in probe or template, annealing 
temperature, and other reaction condi- 
tions. The third factor is the efficiency at 
which Taq DNA polymerase cleaves the 
bound probe between the reporter and 
quencher dyes. This cleavage is depen- 
dent on sequence complementarity be- 
tween probe and template as shown by 
the observation that mismatches in the 
segment between reporter arid quencher 
dyes drastically reduce the cleavage of 
probe/ 0 

The rise in RQ" values for the Al se- 
ries of probes seems to indicate that the 
degree of quenching is reduced some- 
what as the quencher is placed toward 
the 3' end. The lowest apparent quench- 
ing is observed for probe Al-19 (see Fig. 
3) rather than for the probe where the 
TAMRA is at the 3' end (Al-26). This is 
understandable, as the conformation of 
the 3' end position would be expected to 
be less restricted than the conformation 
of an internal position. In effect, a 
quencher at the 3' end is freer to adopt 
conformations close to the 5' reporter 
dye than is an internally placed 
quencher. For the other three sets of 



probes, the interpretation of RQ~ values 
is less clear-cut. The A3 probes show the 
same trend as Al, with the 3' TAMRA 
probe having a larger RQ~ than the in- 
ternal TAMRA probe. For the P2 pair, 
both probes have about the same RQ~ 
value. For the P5 probes, the RQ" for the 
3' probe is less than for the internally 
labeled probe. Another factor that may 
explain some of the observed variation is 
that purity affects the RQ" value. Al- 
though all probes are HPLC purified, a 
small amount of contamination with 
unquenched reporter can have a large ef- 
fect on RQ". 

Although there may be a modest ef- 
fect on degree of quenching, the posi- 
tion of the quencher apparently can 
have a large effect on the efficiency of 
probe cleavage. The most drastic effect is 
observed with probe Al-2, where place- 
ment of the TAMRA on the second nu- 
cleotide reduces the efficiency of cleav- 
age to almost zero. For the A3, P2, and P5 
probes, ARQ is much greater for the 3' 
TAMRA probes as compared with the in- 
ternal TAMRA probes. This is explained 
most easily by assuming that probes 
with TAMRA at the 3' end are more likely 
to be cleaved between reporter and 
quencher than are probes with TAMRA 
attached internally. For the Al probes, 
the cleavage efficiency of probe Al-7 
must already be quite high, as ARQ does 
not increase when the quencher is 
placed closer to the 3' end. This illus- 



trates the importance of being able to 
use probes with a quencher on the 3' 
end in the 5' nuclease PCR assay. In this 
assay, an increase in the intensity of re- 
porter fluorescence is observed only 
when the probe is cleaved between the 
reporter and quencher dyes. By placing 
the reporter and quencher dyes on the 
opposite ends of an oligonucleotide 
probe, any cleavage that occurs will be 
detected. When the quencher is attached 
to an internal nucleotide, sometimes the 
probe works well (Al-7) and other times 
not so well (A3-6). The relatively poor 
performance of probe A3-6 presumably 
means the probe is being cleaved 3' to 
the quencher rather than between the 
reporter and quencher. Therefore, the 
best chance of having a probe that reli- 
ably detects accumulation of PCR prod- 
uct in the S' nuclease PCR assay is to use 
a probe with the reporter and quencher 
dyes on opposite ends. 

Placing the quencher dye on the 3' 
end may also provide a slight benefit in 
terms of hybridization efficiency. The 
presence of a quencher attached to an 
internal nucleotide might be expected to 
disrupt base-pairing and reduce the T m 
of a probe. In fact, a 2°C~-3°C reduction 
in T m has been observed foT two probes 
with internally attached TAMRAs.< 9) This 
disruptive effect would be minimized by 
placing the quencher at the 3' end. Thus, 
probes with 3' quenchers might exhibit 
slightly higher hybridization efficiencies 
than probes with internal quenchers. 

The combination of Increased cleav- 
age and hybridization efficiencies means 
that probes with 3' quenchers probably 
will be more tolerant of mismatches be- 
tween probe and target as compared 
with internally labeled probes. This, tol- 
erance of mismatches can be advanta- 
geous, as when trying to use a single 
probe to detect PCR-amplified products 
from samples of different species. Also, it 
means that cleavage of probe during PCR 
is less sensitive to alterations in an- 
nealing temperature or other reaction 
conditions. The one application where 
tolerance of mismatches may be a disad- 
vantage is for allelic discrimination. Lee 
et al. (1> demonstrated that atlele-spedfic 
probes were cleaved between reporter 
and quencher only when hybridized to a 
perfectly complementary target. This al- 
lowed them to distinguish the normal 
human cystic fibrosis allele from the 
AFS08 mutant. Their probes had TAMRA 
attached to the seventh nucleotide from 
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the 5' end and were designed so that any 
mismatches were between the reporter 
and quencher. Increasing the distance 
between reporter and quencher would 
lessen the disruptive effect of mis- 
matches and allow cleavage of the probe 
on the incorrect target. Thus, probes 
with a quencher attached to an internal 
nucleotide may still be useful for allelic 
discrimination. 

In this study loss of quenching upon 
hybridization was used to show that 
quenching by a 3' TAMRA is dependent 
on the flexibility of a single-stranded oli- 
gonucleotide. The increase iii reporter 
fluorescence intensity, though, could 
also be used to determine whether hy- 
bridization has occurred or not Thus, 
oligonucleotides with reporter and 
quencher dyes attached at opposite ends 
should also be useful as hybridization 
probes. The ability to detect hybridiza- 
tion In real time means that these probes 
could be used to measure hybridization 
kinetics. Also, this type of probe could be 
used to develop homogeneous hybrid- 
ization assays for diagnostics or other ap- 
plications. Bagwell et al. <l0) describe just 
this type of homogeneous assay where 
hybridization of a probe causes an in- 
crease in fluorescence caused by a loss of 
quenching. However, they utilized a 
complex probe design that requires add- 
ing nucleotides to both ends of the 
probe sequence to form two imperfect 
hairpins. The results presented here 
demonstrate that the simple addition of 
a reporter dye to one end of an oligonu- 
cleotide and a quencher dye to the other 
end generates a fluorogenic probe that 
can detect hybridization or PGR amplifi- 
cation. 
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We have developed a novel "real time" quantitative PCR method. The method meawro PCR prociiifl 
acaimuudon through a duaHataW nuoro*enlc probe (Lc„ TaqMan ProhiJ. This method provides ;i« 
accurate and reprodudble quaniluclon of gene copies. Unlike other quantitative PCR methods, rcal-t me PCR 
does nor require poa-PCR sample handling, preventing potential PCR product carryover contamination and 
resulting In much faster and higher throughput assays. The r»Mimt PCR method has a very large ^ dynanilc 
range of starting target molecule determination (at but five orders of magnitude). Real-lime quantitative 
PCR is extremely accurate and less labor-intensive than current quantitative PCR methods. 



Quantitative nucleic acid sequence analysis lias 
had an important role in many fields of biologi- 
cal research. -Measurement of gone, expression 
(RNA) has b«e« used extensively In monitoring 
biological responses to various stimuli (Tan el ai. 
1994; Huanft el aL 1995a ,h; Prud'bomme et al. 
1995), Quantitative gene analysis (DNA) has 
Ix-cii used to determine the gcmixuu quantity of n 
particular gene, as in the case of the human HEK2 
gene, which Is amplified in -30% of breast tu- 
mors (Slamon et ai. 1987). Gene and genome 
quantitation (DNA and UNA) also have been used 
for analysis of human immunodeficiency virus 
(ilJV) buTdcn demonstrating changes in the lev- 
els of virus throughout the different phases of the 
disease (Connor et al. 1993; Platak cl al. J9v;sn; 
Furtado et ai. VJV$). 

Many methods have been described for tin: 
quantitative analysis ot nucleic acid sequences 
(both for RNA and DNA; Southern iy/6; Sharp cl 
al. 1980; Thomas 1980). Recently, PCR lias 
proven to be a powerful tool for quantitative 
nucleic acid analysis. PCJR and reverse transcrip- 
tase (KTJ-PCR have permitted the analysis of 
minimal starting quantities of nucleic acid (as 
little as one cell equivalent). This has made, pos- 
sible matiy experiments (hat could not have been 
performed with traditional methods. Although 
PCR has provided a powerful tool, it is imperative 
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that h be uaeU properly r«r quantitation (U»«y- 
maekro 1995). Many early reports of quantita- 
tive. PCR and RT-PCR described quantitation of 
the PCR product but did not measure the Initial 
target sequence quantity. It is essentia] to design 
proper controls for the quantitation of the initial 
target sequences (Pcrrc 1992; Clemftiitl cl al 
100?.) 

KeNWirchers have developed several methods 
of quantitative PCR and RT-PCR. One approach 
measures PCR product quantity in the log phase 
of the reunion before the plateau (Kellogg et aL 
1990; Pang et a). 1990). This method requires 
that each saniplc has equul Input amounts of 
. nucleic add and that each sample under analysis 
amplifies with identical efficiency up to the. point 
of quantitative analysis. A gene sequence (con- 
tained in all samples at relatively constant quan- 
tifies, such a* p-aelln) tan be us«d for sample. 
luiipliTication tifticiency normalization. Using 
conventional methods of PCR detection and 
quantitation (gci electrophoresis or plate capture 
hybridization), it is extremely laborious to assure 
that all samples are analyzed during the log phase 
of the reaction (for bolh the target gene and the 
normalization gene). Another method, quantita- 
tive competitive (QQ-ttCR, has been developed 
and Is used widely for PCR quantitation. QC-PCR 
ntlics on the inclusion of an internal .control 
competitor in each reaction (Becker-Andre 1991; 
Matak et al. 1$93«,1>). Th« efficiency of each re- 
action is normalised to lh« internal competitor. 
a imnwn amount of interna] competitor can be 
. aoiffM 7nea no/ «f*« wj Rc:frT 7nn7/cn/7T 
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added to each sample. To obtain relative nuanU 
tollon, the unknown largcl PGR product is cum- 
pored with the known competitor iK'M product. 
Success of a quant H alive competitive l'CU assay 
relies on developing an Internal control 11 ml am- 
plifiers with the same efficiency as the lutgct mol- 
ccuic. TJie design of the competl tox and the vali- 
dation of amplification efficient-it,-* icquirc a 
dedicated effort However, because QC^-K.K does 
hoc require that PC'R punlucts be analyzed during 
che log phase of (he amplification, it is tin: easier 
vf the two methods to use. 

Several tits tectum system* wie used for quan 
illative 1-*CK and RT-1»c:tt analysis; (1) agarose 
gels, (2) fluonrseent labeling of 1*CU' products and 
detection with laattr-inducetl fluorescence using 
capillary elcetrnphoTesis (hasco et ai. 1995; Wll- 
Hams er ah 1 996) or acrylanilde geJs, mid (3) plate 
capture and sandwich probe hybrid I Elliott (Mul- 
der el al. 1994). Although these method* jmivnl 
successful, each method 'requires post-FCR ma- 
nipulations That add time to the analysis and 
may lead to htboraUny i oiitrtiriination. The 
sample throughput of these inrlhud* Ln limited 
(with the exception of the plate capture ap- 
proach), mm I, th«n:fnre, these methods ore not 
well suited fni u>o demanding high sample 
throughput (I.e., .screening of large numbers of 

htiitiu;lcn.uitr> oi atuilyxln^ SAmpli'a fox diagnos- 
tics or clioicol (riixUs), 

I lens wc report the development of a novel 
assay for quantitative f)NA analysis. The assay is 
Iwsed on the use -of i he S* nuclease assay first 
described by Holland et ai. (1993;. 'Hie method 
uses the 5' nuclease. Activity of l\u{ polymerase i<i 
cleave a not 1 * extendible hybridization probe dur- 
ing the extension phase c.jf T'CH. Tins approach 
uses dual-labeled fluorogenic hybridisation 
probes (Lcc et id. 19^3; dossier et al. 1993; UvaU 
et 199fio,b). One fluorescent dye servv-3 as a 
reporter (FAM (i.e., 6-carboxyfluor«svcin)| and its 
emission spectra is quenched by the second fluo- 
rescent dye, TAMRA (i.e., u-carboxy-tetramethyl- 
rhodaminc). The nuclease degradation of the hy- 
hrldiwitlon probe releases the quenching of I he 
CAM fluorescent emission, resulting in an In- 
crease hi peak fluorescent emission at SJtt nm. 
The use of a sequence detector (AUI Prism) allows 
measurement of fluorescent spectra of all 96 wells 
of the t hernial cycler continuously during the 
TCK amplification. Therefore, the reliction* toe 
monitored in real time. The output data is de- 
scribed and quantitative analysis of input target 
l)NA sequences ts discussed below. 



RESULTS 



FCR Product Dercaion in Time 

11k- goal was to develop a high-throughput, sen- 
sitive, and accurate gene quantitation assay for 
use In monitoring lipid mediated therapeutic 
gene deli very. A plasinld unending human factor 
Vlll gene sequence, pl'8TM (sec Methods). w;is 
used as a model therapeutic gene. The assay uso< 
fluorescent Taqman methodology and an instru- 
ment capable of measuring fluorescence in real 
time (AUI Prism 77(H) Sequence I>clecior). Hie 
Taqman reaction requires a hybridization pmhc 
I allied wilJi two different flu orescent dyes. One 
dye Is a reporter dy« (MM), the other Is X quench- 
ing dye (TAMRA). When the pruln: is intact, fiW 
icsccjil energy transfer occurs and the reporter 
dye fluorescent emission is ubsorbed by the 
quenching dye (TAMRA). During Die extension 
phase of the PCK cycle, Ihc .fltiorcsceni hybrid- 
iKAllon pfohc H cleaved by the S'-.T nucleolytic 
activity of the ONA polymerase. On cleavage of 
the probe, the reporter dye emission as no longer 
transferred efficiently to the quenching dye, re 
s ti ] til ift In an hi crease of the report or dyo fluores- 
cent cniuerton ap*Ctra. VCR primers and prubus 
were designed ft>i I lie human fcictor V11J se- 
quence and human p-actln getie (as described in 
Methods). Optimization reactions were per- 
formed to choose the appropriate probe and 
magncskmi concentrations yielding liu: hiRlu^t 
Intensity of re|>orter fluorescent signal without 
sacrificing specificity. The Instrumenl uses a 
charge-coupled device (i.e., CCD ctuncru) for 
measuring the fluorescent emission speetm from 
fi(X) t<» C$0 nm. Kach VCAX tube was monitored 
sequentially f<^r 2& nvs«t: with coiitlnuous moni- 
toring throughout the aniplificLviKm. liach lube 
wan rr-cxandncd every 8.5 see. Computer soft- 
ware w;is deigned to examine the fluorescent in- 
tensity of both the reporter dye (FAM). and 
the quenching dye (TAMRA). The llnorcsccm* 
intensity of the quenching dye, TAMUA, changes 
very I It lie over the course of the PCR amplifi- 
cation (data not shown). Therefore, the Intensity 
of TAMUA dye emission serves a* an internal 
Maiidfcrd with which to noi'mulbsc the reporter 
dye (FAM) emission variaUous. The software cal- 
culates a value termed AKn (or AftQ) using the 
following equation; ARn - (Iln J ) (R»^), where 
Kn 4 emJ»sioii inlejisity ut rciwrier/onissi on in- 
tensity of quencher at any given time In o-reac 
rioii tube, and ftu r- emission intensility of re- 
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poncr/cmlsslon huemily wf quencher measured 
prior lo PCtt amplication in ihar same reaction 
tube. l ; or the purpose of quantitation, the Usi 
three data points (AKns) collected during the ex- 
tension step for each PCK cycle were analyzed. 
The nucleolytic degradation of the Jiyumlj/ation. 
probe occurs during the extension phase or I'tai, 
and, therefore, reporter fluorescent ctiimmum in- 
creases during this time. n»e thiee daw point* 
were averaged for each KJk cycle and the mean 
value for each was plotted in an "amplification 
plot" shown In J'itfurc 1 A. The AKn mean value is 
ploUed on the j*axls, and time, represented by 
cycle number, is plotted on thv*-axis. During the 
early cycles ui the VCAl amplification, the ARn 



value remains at base line When sufficient hy- 
bridation probe has hecn cleaved by the Tm) 
ixilymcrase nudanfic activity, the intensity of re- 
portvr fluorescent emission liicruutfi*. Most PCU 
innplifk-Miom reach w plateau phoHe of reporter 
fiuurei*evut omission if the rcHcliun h carried nut 
to high cycle uujuIhmn. The amplification plot lit 
examined euily in lh* reaction, at a point Ihai 
icpicsents the tog phase of prudud Arnnnula- 
lion- This Is done by winning an ai-bxljary 
threshold nut is bused on the variability of the 
bastf-liiiedMU- rn Mgura 1 A, the threshold was set 
at 10 standard deviation* above the mean of 
base line emission calculated from <ydv* 1 lo 1 5. 
Once the threshold Is chosen, the point at which 
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Figure 1 PCR product detection in real time. (A) The Model 7700 Mjhware will consiruct amplification plot* 
from the extension phase fluorescent emission data collected during the PCR amplification. The standard de- 
viation is determined 1rom the data points collected from Urn base iine of the amplification plot c, values are 
calculated by determining the point at which the fluorescence exceeds a threshold limit (usually 10 times the 
standard deviation of the base line), (fi) Overlay of amplification plots of serially (1:2) diluted human genomic 
DNA samples amplified with 8-actin primers. (O Input DNA concentration of ihe samples plotted versus Lj. Ail 
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the amplification plot crossed the threshold' iv tie 
fined as C P C, is reported an I he cycle number u\ 
this point. Ar will be demons! rut wly the CI, .value 
Is pictilcijvt of the quantity of input tin-gut. 

Cf Values Provide a Quantitative Measurement' of 
Input Target Sequences 

Figure IB shows amplification plot* of ]6<di>1V$v- 

cut PGR amplifications overlaid. The amplify 
Hons wero performed on a 1:2 serial dilution 
human genomic J)NA. l"hc amplified target w;u 
human 0 actin. The amplification plots ahifl to 
the right (to higher threshold cycles) ns the input 
target quantity is reduced. 'JT>if. is expected ho- 
cauKtt nwctlonfi with fewer starting eopins of the 
target molecule require greater amplification to 
degrade enough probe to attain the threshold 
fluorescence. An arbitrary threshold of 10 stan- 
dard deviation* above the base line was used to 
determine the G r values. Figure 1C represents the 
C T values plotted versus the sample dilution 
value, Each dilution was amplified in triplicate 
PCR amplifications and plotted as mean values 
with error bars representing one standard devia- 
tion. The C r values decrease linearly with increas- 
ing target quantity, Thus, c; r values can be used 
as a quantitative measurement of Hie input target 
number. It should be noted that the amplifica- 
tion plot for the 15.6.ng sample shown In Figure 
IB does not reflect the same fluorescent rate of 
Increase exhibited by most of the other samples. 
The 15,6-ng sample also achieves endpoini pla- 
teau at a lower fluorescent value than would he 
expected based on the input UNA. This phenom- 
enon has been observed occasionally with other 
samples (data not shown) and may be attribut- 
able to late cycle inhibition; this hypothesis is 
still under investigation. It is important to note 
that the flattened slope and ear)y plateau do not 
impact significantly the calculated C, value us 
demonstrated by the Hi on the line shown in 
Figure* 1 C. All triplicate amplifications resulted in 
very similar C,- values— the standard deviation 
did not exceed 0,vS for any dilution. This experi- 
ment contains a >1 00,000-fold range of input tar- 
get molecules. Using C v values for quantitation 
permits a much larger assay range than dircctiy 
using total fluorescent emission intensity for 
quantitation. The linear range oJ fluorescent in- 
tensity measurement of ihe AUI Prism 7700 $e- 
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ments over a very large r;in$><> of relative starting 
target quantities. 

Sample {Reparation Validation 

Several parameters influence the efllclenry nf 
PC'.R amplification: magnesium and salt conceit? 
Liatlotts, reaction conditions (i.e., time and tem- 
perature), PCH target size and composition, 
primer sequences, and sample purity. Al) of the 
above (actors are common to a single Villi assay, 
except sample to sample purity. In an effort to 
validate the. method of sample preparation for 
the factor VJ11 assay, PCK amplification reproduc- 
ibility and olficlency ol 3 0 replicate sample 
prejwratioTis were, examined. After genomic DNA 
was prepared from ihe 10 replicate samples, the 
DNA wits quart tUa led by ultraviolet spectroscopy, 
Amplifications were performed analyzing p-aciln 
£ctk: content in 100 and 25 ng o f total genomic 
DNA. Each KIR amplification was performed in 
triplicate. Comparison of C r values for each trip- 
licate sample show minimal variation based on 
standard deviation and coefficient of variance 
(Table 1). Therefore, each oi the triplicate PCtt 
amplifications was highly reproducible, demon- 
strating that real time PCK using this instrumen- 
tation introduces minimal variation Into th« 
quantitative J'CU analysis. Comparison of tin: 
mean C n values of the 10 replicate sample prepa- 
rations also showed minimal variability, indicat- 
ing that each sample preparation yielded similar 
results for p-atfln gene quantity. The highest C? 
difference between any of the samples was 0.55 
and 0.73 for the 100 and 25 ng samples, respec- 
tively. Additionally, the amplification of each 
sample, exhibited an equivalent rate of fluores- 
cent emission intensity change per amount of 
DNA target analy7ed as indicaicd by similar 
slopes derived from the sample dilutions (Pig. 2). 
Any sample containing an excess of a i'CU inhibi- 
tor would exhibit a greater measured p-aciln O r 
valuc for a given quantity of DNA. In addition, 
the inhibitor would be diluted along with the 
sample in the dilution anaiysi.% tHg, Z) t altering 
the expected c; r value change. Each .sample am- 
plification yielded a similar result in the analysis, 
demonstrating that this method of sample prepa- 
ration is highly reproducible, with regard to 
sample purity. 

Ouantitarlve Analysis of a Plasinid After 

7ncfl new «frR vvj «c:fcT 7nr»7/cn/7T 
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To bio 1 . RoproduclhUlty of Sumpl* Preparation Method 
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m&an deviation 



CV 



18.2^ 
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0 io) 



13.27 0.06 



tfc.V 0.06 



18.34 0.07 



18.23 COS 



10.42 0.04 



18.74 0.24 



18.39 0.12 



18.63 0.16 



1B.29 0.1 



18.12 



0.12 
0.17 



0.32 

03? 

0.36 

0.46 

0.23 

1.26 
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0.83 

0,.« 

0.65 
0,90 
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70.41 
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20.49 

20.48 

20.44 
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21.09 

21,04 

21.04 

20.67 

20.73 

20.65 

20.96 

20.84 

20.75 

20.46 

20.54 

20.48 

20.79 

20.78 
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25 ng 



mean 



20.43 



20.73 
20,66 



standard 
deviation 



20,51 0.03 



0.11 



20.54 0.06 



0.05 



20.73 0.13 



21.06 0,03 



20.68 0.04 



20.86 0.12 



20.51 0.07 



0,1 
0,19 



cv 

0,17 

0.54 

0,28 

0.26 

0.61 

0.15 

0.2 

0.57 

0.32 

0.16 
0.5M 



tor containing a partial cUNA for human factor 
VIII, pi 2 8TM. A sicrlcs of transections was act 
up using a decreasing amount of the plasmid v (40, 
4, 0.5, and 0.1 u,g). Tvvttilly-four hours posl- 
trtmafectinn, total DNA wu$ purified from each 
flask of eclh. p-Aclin gcnctjuajitlly wa^ chosen t^^ 
a value for normalisation of genomic DNA con- 
cenrruuoii frumeach sample. In this cxpeu/nent, 
(i-actin gene content should' remain constant 
relative to coral genomic DNA. Figure 3 shows tlje 
result of the p-actin UNA measurement (100 jig 
total DNA determined by ultraviolet spectros- 
copy) Ot each sum j ilc- Kach sample was analyzed 
in triplicate and the mean p-actin values of 
the triplicates were plotted (error bars represent 

«-***-wl«fr< Hwwiai inn 1 *l h*» htPhPST niffrrrncp 



betw^wn any iwo fiampta moans was O.iiS C,- Ten 
nanograms of total DNA of each sample were also 
examined for p-acUn. I'hc results again showed 
that very similar amounts of genomic DNA were 
present; tin: maximum mean fi actio C, value 
difference 1.0. As Figure 3 ahows, the rate of 
(1-actiu CJ r uIiumkv between the J 00 and 10-ng 
sample* was simitar (slope values rangw bwtwean 
3,56 and -3.45). This verifies again that ihis 
method of .sample preparation yields sajnplos of 
identical PCR integrity (i.e., no sample contained 
an excessive auiuuul of a PCR inhibitor). How- 
ever, these results indicate that each sample con 
talncd slight differences in the actual amount of 
genomic DMA analyzed. Determination of actual 
vuiiuinic DNA concentration was accomplished 
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Figure 2 Sample preparation purity. 1 he replicato 
j^mples shown In Table 1 wore also amplified In 
tripicate vising 2S ng of each DNA sample. Tb« fig* 
uit shows the input DNA concentration (100 and 
2$ ncj) vs. C, In ihf lirjurf*, ihp 1O0 and ^5 ng 
points for each tample are connected by a line. 



by plotting the mean P-actio Cj value obtained 
for each 100- llg sainplv on a £-actln standard 
i.-uive (shown in J'Sg- 40). The actual genomic 
ON A concentration of each sinupi«, tt, was ob 
tallied by extrapolation to the x 

PiRuru 4 A shows the measured (S.u., non- 
normalised) quanUlie* of /actor VI) I plasm id 
ON A (pWM) from each of the four transient eel] 
Ira n > faction s. Each reaction contained J CO ngof 
total sample DNA (as determined by UV spectrin;* 
copy}- V&ch sample was analyze J in triplicate 



as 



% 23 



21 



20 



-» - 4.0 ftg 
— • • o.s w 

A 0.1 M3 



y -iM.?/ 1 * -3.S8X P»1 



1.2 



I 

1.8 



U 1-0 
log (ng input ON A) 

Figure 5 Analysis of tidnsfectcd cell DNA quantity 
and purity- I lie DNA preparations of the lour 293 
cell transections (40, A, 0.5, and 0,1 m-cj of pFSTM) 
were analy7ed for the p-actln germ. 1 00 and 1 0 ng 
(determined by ultraviolet spectroscopy) of each 
sample were amplified in triplicate. For each 
amount of pF8TM thai was transacted, the {3-actln 
C T values are plotted versus the total Input DNA 



PC:r< amplification*. As shown, pl'BTM purified 
-fi^iD Jbc 293 colls decreases (mean C, values in- 
cnuwttij with decreasing amounts of pi asm id 
,truit*ii'UccL Thts mc»n C L values obtained for 
phWM "in Ttgure 4 A were plotted on a standard 
curve comprised uf ses hilly diluted pKHTM, 
shown .In figure 4B. The quantity oJ pl-KTM, h, 
found in each of the four tranfifoctlonr; was de- 
termined by extrapolation to the x axlt; of tho 
standard curve In l't^ure 411. 'Hujscs uncorrected 
values, b, for pWTJ'M were iioru>«Hy^<I to del er- 
mine Uie actual amount of p!'8TM fcoind per 100 
hk of genomic ONA by using the equation:. 

/> x 10 0 nft ^ actual pl-R ITvl copies per 
r 100 ng of genomic DNA 

where a-- actual gaiomic DNA in u sample and 
b w pf^n^M copies from the sttandord curve. 'Hie 
normidi^ed quantity of pl'B'i'M per 100 ng of ge- 
nomic ONA for each of tiic four Iraiifi'fccWon* h 
shown In Hgurc 4Ji. 'Hicm: rr„-*uU?i Ahow lUflt ihc 
quantity of factor Vlll ptasmiO associated wuli 
tnc cells, 21 lir after trtijusfecliud, deu eases 
wltli Ucercasiiif; pJti^nml cuncv.iuiiitioii u.scd In 
the transection. The quantity of pl : HTM nwoeJ- 
utcu wim 293 celb, iificr transfecUon whh 40 ixg 
of pi;isniid, was 35 pg per 100 ng gtsnumlc l^NA. 
Tills results in -520 plasuild copies per cell, 



DISCUSSION 

We have described a new method for quantitiH- 
in^ gene copy numbers using feaMlmc analysis 
of VCR amplifications. ReaMlmc PCK is c:nmpa(- 
ible with dth<T of the two PGR (KT-PCR) ap- 
proaches: (1) quantilative comfjclitivt: where An 
internal competitor for each target sequence i» 
used for normah^flUon (data not shown) or (2) 
quantitative comparative PCK u^Jny a mwnwIiM- 
tion j;eue contained within the sample (i.e., p-nc- 
tin) or a "housekeeping" genet for UT-PCK. if 
equal amounts of nucleic uel(J are analyml for 
eacn sample and if the amplification effitiency 
before quantitative analysis ^ identical for each 
sample, the rnrenial eonlmi (noimali^uiou gene 
or competitur) should give equal s^nals for «IJ 
samples. 

The real-time PCU method (jffers sevend ad- 
vxinta^cs over the other two methods currently 
employed (see the introduction). I'irst, the real- 
Hint; i 3 CR method is perfonncd in a doscd-tube 
system and requires no pcwt-PCIR manipulation 

t r\r> c oni o«.o tt-v.t nn*r»T 7nn7 /ort /tt 
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Flgnr* 4 Quantitative flnalyui* of pFSTM in transfcctcd cclb. (A) Amount of 
plasmid DMA used for I he trunsfection plotted against the invun C, vufue deter- 
mined for pf8TM remaining 2>t hr alter transection. <flf,Q Standard curves of 
pPAYM *nd P-a<tin, respectively. pffiTM DNA (ff) and genomic UNA (Q were 
diluted SArlally 1 :5 before Amplification with the appropriate primer*. The p-actin 
standard curve way used to normalise the results of A to 1 00 rty of genomic DNA. 
(0) The amount of pPSTM present p<:r 100 ng of genomic DNA. 



of sample. Therefore, Hit* potential for VCH con* 
lamination in the laboratory is reduced because 
amplified products cam Uv. ;m;dy/.ed and disposed 
of without opening tiw miction tubes. Second, 
this method suppojU the uae of n ]iwrm;iljx<ttion 
gene (i.e., p-actin) for quantitative, PGR or house- 
keeping genes for quantitative Rl-l'CK controls. 
Analysis Is performed m real time during the Jog 
phase of product accumulation. Analysis during 
k»K phase permits many different genes (over a 
wide input target range) to be analysed simulta- 
neously, without concern of reaching rend Ion 
plateau at different cycles Tliis will make uiulll- 
$cne analysis assays much caMvu lv develop, be- 
cause- individual internet] competitor will nut l>e 
necded for each gene under analysis. Third, 
iwWuplc throughput will inLJca.sc dramatically 
with the new method Ixeausc there is no post- 
rc.:R processing time. Additionally, winking hi a 
V6-wdl format is highly compatible with auto 
motion technology, 

The real-time PGR method is highly repro- 
ducible. Replicate amplifications can be analyzed 



for fnch sample minimizing j>otcntU»l error. The. 
.sysittiri allows 1'ot a very large assay dynamic 
range (approaching 1,000,000- fold starting tin- 
gel). Uatng u .standard curve for the target oJ in- 
terest, relative cony number values can be deter- 
mined for any unknown *a Tuple, Fluorescent 
threshold values, C rj eontJutr- linearly with rela- 
tive DNA copy numbers. Heal time quantitative 
KT-l'CH methodology (Gibson et al., USls L«u<-) 
ha.1 atoobeen developed, finally, real lime quan- 
titative I*CU methodology can be used to develop 
high-throughput screening aaaaya for a variety of 
applications [quantitative gene c*pje&&ion (RT- 
PCR), gene copy aaaay* (Uer£, II IV, etc.)* .geno- 
typlng (knockout mouse analysis), and immuno- 

penj, • 

Real-time* POfc may al.to l>c j^crformcd using 
intercalating dyes (Hlgtiohi ci al. WW.) such as 
eiJ>Jdmm bromide. The fluorogenic prohe 
method offers a major advantage over inter- 
calating dyes-- great ex specificity (i.e., primer 
dirners and nonspedfic PGR p rod u els are. not de- 
tected). 
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METHODS 

Generation of <t Plasmld Containing a Partial 
cDNA far Human Factor VIII 

TulHl RNA w<o hurveMcd (HNA^ol 11 (run* *!*<•» Test, Inc., 
toendswood, TX) from evllt» tt*n*fccU*d wtth a factor VI U 
expression v*<tor. pClSZ.Uvft&U (Hilton et id. I°86; Cor. 
man ct al. 1900). A factor VIII partial cUNA **emjrmv WflS 
Wiwrntcd by in* K:lt I< lotic Amp HZ (Till ItNA lY'U KM 

(part NWMwny*i, rtApplu-o hiosyucm*, tatei City, CA)J 

uslnj; the l'c:u jiriun-rs l^for wml l«"Rrcv (primer sequence* 
arc shown below). Tin* ampHcon was rcaniplificd osinR 
modified Kflfor and F8rcv primers (tipix'iuled with hcmtlU 
and HhnMU restriction site, sequences »i the v erdj and 

Clonal Into |Xil'.M- 3Z (IVome^u Corp., MttdwuU, Wl). The 
resulting clone, pP8TM, was uwil lor transient transection 
of 293 cell A. 



Amplification of Target DNA ami Dclcciion of 
Amplicon Factor VIII Plasmic! DNA 

(ph'flTM) was ennpllflcil Willi llnr (wliiwu IWor 5'-<x;c:- 

crrcK;(^\AUAUJ**JAtXi and i : »rev /?*-AAA<:crr- 

l^OCXrrCKjA'J'CUjrAOCi-.l'.'Ilic JvnetUui produced w 422- 
np K;K product. The forward primer was de>b;m.'d to tv.v 
ognlxe it unique found In the .V unlramhMed 

region of I) a; patent pCK>£,tk25l> plaMiihl <it ic] liutrefore 
dovs pot H'Vuk mUu mid amplify Uk- human factor VII) 
I^VTK'r I'rimnrft woro chown with the avwUwo of oom- 
(>ulcr program Oli^o 1.U (Nutiwwl Hitwcionccs, Inc., I'ly- 
mouth, MN). The luiman p-acttn gene whs amplified with 
the primers [Hu-ti« u»rwnfil primer .I'TCACCOAOAt TVCYV 
GCCCATCTrAC:C*;A-3* and 0-actijj reverie power V-CAC 

C0CAACCX;f:r<:AiT(»c:cAAjGG-3'. The reaction pro- 
duced a 2V5 rip rCk product. 

Amplification reaction* (50 pJ) com Hi nod a DNA 
sample, Klx I'CU Buffer II (S yj), 200 n-M dATP, dCTl\ 
dGTl\ and 400 |tM dUTP, 4 M«C.i 7 , i.« Units AmpH 
7W<; ON A polymerase, 0.5 unit Ampwasc uracil /V-j;iy- 
Mwyluse {UNO), 60 pmolv of each faefc/i VIII jtrlmvi, and 1£ 
ptnnh* nfttuch |t actln pjlmcr. 'I*h<i i«actfonft uko t:t»n»aluccl 
One Of the foMowlnj{ d^CCtlon prnlu*s (WM1 nu ntrli)* 

J^jift*b<« *»'(PAW)Ac;crj^rrc:c:ACCT<;crn(:'rrr<:Tt;T- 

GCdT(TAWRA)p 3' and p-at-tin probe 5 f (FAM)ATaCCC:- 
X(TAMKA)C:OCCCATCt:C:ATCp-3' where p indicates 
plm^phnrylAlion nr\d X indicates a linker arm nucleotide. 
Reaction till*.** wen* MittrtiAn\p Opik^al Tubes (part AUiTl- 
bvr NK01 09.1.^ Pcrkin lUnu't) tliat wc»fv frosted (at IH*rkhi 
rimer) la ptvwiil Ugh I Irom /cflcctln{;> Tube cap> were 
slmil^f to Mic-n>Amp dips but specially dctigncd Lo pre- 
vent light seat Krhtjj. All ol \\«* Vi'M ant/iuiniilvU-A wcr« 
l*\WA Ivy PK Applied Uiosy^t^no (po»h«r CMy, CX) cxecpl 
the factor Vlll ^rliuera, which Writ* .tyndirslzed ul Ceuefi 
lech, Inc. (South C*t» \ Pfunclseo, CA). l l robes ww desl^nod 
aMng the Oligr.» 4.0 .software, foUvwJliK gt»ldelhi«s buj*- 

gCMcd in mc. Model 7700 .Sequence l>curu>r hi.fti uun-ril 
manual . Urlcfly, probe T m iJninUl he a I least 5 U C hlfthrr 
mail r)»e afuu'iillux Ituipvioiiirc iwcd during Ihrntml ey- 
rluig; primers sho\dd not funi* Miibk* duplexed with the 
probe. 

The then i j n I iyr.ling conUitioivs Ineludcd 2 iubi at 
5U"C; and 10 ruin at 95°C. Hiormal cycling procerdrd with 
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reactions were iMjrfonned in'tho Model 77(H) .Sequence IV-- 
W<t1or (l»U ApplU'd Ulus)%U*uiv) r vih\ch ctiiitahn * Ce«e- 
Anip tK':U Sy&tum P<KK). lUsacllon cmidition^ wi-rf pro- 
gnttlilttcU on .i I'wwvr Macintosh V10(l (Apple 'Com pi dor, 

Santa Clara, t:A) linked dirvt-tly to the Model V70o 5ir- 
tjucnw IXitffctor. An»ly« u «f dau alw.i performed on 
tilt* M>«i-ln<f«th computer. CVUlocttou and an^lyds wiflwaro 
wtw developed Ht 10% Applte^f Blosystuins. 

Transection of Cells with Factor VIII Construct 

Pour 'H7S nasks of 293 cells (ATC^: CUl. 1573). 3 human 
feiol kidney suspension cell line, were nniwn lo 80% con- 
llueney and tranifccted pl ; K"l*M. Cellft wore growti in the 
tollflwlus inedln; 50% HAM'X HI 2 without CJMT, 50% 
eJucosc lHUIwaNVs modified ^xle medium (DMHM) wltli- 
enn Rlyrinc with sodium bicarbonate, 10% ietal bovine 
sumui, 2 him L-t(lui«iuifiio ar»^ 1% penicillin-slrcptomy- 
iln. The media ww vJiBnh* cd 30 M»™ lf3 "=^ c 
lion. plWM DNA ftmountu of 40, 4 t OJv, and O.I were 
(Killed to ml of a solutiun containlnR 0.I2A m CUkOy.- 
«nd I X IHU'KS. ITlc four mixturt^ were left at room tem- 
pemtMn.- (<u Hi mln and then iidiknl dmpwLv lo u\c cells, 
'lltv n«>k* ~vie/mt.uUdcd at 37°C* an*i 5% CtX for 24 hr, 
washed with Plttl, r<wur%pcndcd hi PWS. The rtwis 
jn-mk^l celh were divided into ulitpatdn arid UNA WA4 
tnuttcd lutmcditttely usiiiR tliv QIAunip Kil (Ql^pen. 
<ni«l?w>rth, C*A)r ON A wn.s eJuled Into 200 pd oi 30 n.w* 
TrU-UCI at pll 8.0, 
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ABSTRACT Wnt family members are critical to many 
developmental processes, and components of the Wnt signal- 
ing pathway have been linked to tumorigenesis in familial and 
sporadic colon carcinomas. Here we report the identification 
of two genes, WISP-1 and WISP-2, that are up-regulated in the 
mouse mammary epithelial cell line C57MG transformed by 
Wnt-1, but not by Wnt-4. Together with a third related gene, 
WISPS , these proteins define a subfamily of the connective 
tissue growth factor family. Two distinct systems demon- 
strated WISP induction to be associated with the expression of 
Wnt-1. These included (i) C57MG cells infected with a Wnt-1 
retroviral vector or expressing Wnt-1 under the control of a 
tetracylihe repressive promoter, and («) Wnt-1 transgenic 
mice. The WISP-1 gene was localized to human chromosome 
8q24.1-8q24.3. WISP-1 genomic DNA was amplified in colon 
cancer cell lines and in human colon tumors and its RNA 
overexpressed (2- to > 30-fold) in 84% of the tumors examined 
compared with patient-matched normal mucosa. WISPS 
mapped to chromosome 6q22-6q23 and also was overex- 
pressed (4- to > 40-fold) in 63% of the colon tumors analyzed. 
In contrast, WISPS mapped to human chromosome 20ql2- 
20ql3 and its DNA was amplified, but RNA expression was 
reduced (2- to > 30-fold) in 79% of the tumors. These results 
suggest that the WISP genes may be downstream of Wnt-1 
signaling and that aberrant levels of WISP expression in colon 
cancer may play a role in colon tumorigenesis. 



Wnt-1 is a member of an expanding family of cysteine-rich, 
glycosylated signaling proteins that mediate diverse develop- 
mental processes such as the control of cell proliferation, 
adhesion, cell polarity, and the establishment of cell fates (1, 
2). Wnt-1 originally was identified as an oncogene activated by 
the insertion of mouse mammary tumor virus in virus-induced 
mammary adenocarcinomas (3, 4). Although Wnt-1 is not 
expressed in the normal mammary gland, expression of Wnt-1 
in transgenic mice causes mammary tumors (5). 

In mammalian cells, Wnt family members initiate signaling 
by binding to the seven-transmembrane spanning Frizzled 
receptors and recruiting the cytoplasmic protein Dishevelled 
(Dsh) to the cell membrane (1, 2, 6). Dsn then inhibits the 
kinase activity of the normally constitutively active glycogen 
synthase kinase-3j3 (GSK-30) resulting in an increase in 
0-catenin levels. Stabilized j3-catenin interacts with the tran- 
scription factor TCF/Lefl, forming a complex that appears in 
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the nucleus and binds TCF/Lefl target DNA elements to 
activate transcription (7, 8). Other experiments suggest that 
the adenomatous polyposis coli (A PC) tumor suppressor gene 
also plays an important role in Wnt signaling by regulating 
0-catenin levels (9). A PC is phosphorylated by GSK-3/3, binds 
to /3-catenin, and facilitates its degradation. Mutations in 
either APC or j3-catenin have been associated with colon 
carcinomas and melanomas, suggesting these mutations con- 
tribute to the development of these types of cancer, implicating 
the Wnt pathway in tumorigenesis (1). 

Although much has been learned about the Wnt signaling 
pathway over the past several years, only a few of the tran- 
scriptionally activated downstream components activated by 
Wnt have been characterized. Those that have been described 
cannot account for all of the diverse functions attributed to 
Wnt signaling. Among the candidate Wnt target genes are 
those encoding the nodal-related 3 gene, Xnr3, a member of 
the transforming growth factor (TGF)-/3 superfamily, and the 
homeobox genes, engrailed, goosecoid, twin (Xtwn), and siamois 
(2). A recent report also identifies c-myc as a target gene of the 
Wnt signaling pathway (10). 

To identify additional downstream genes in the Wnt signal- 
ing pathway that are relevant to the transformed cell pheno- 
type, we used a PCR-based cDNA subtraction strategy, sup- 
pression subtractive hybridization (SSH) (11), using RNA 
isolated from C57MG mouse mammary epithelial cells and 
C57MG cells stably transformed by a Wnt-1 retrovirus. Over- 
expression of Wnt-1 in this cell line is sufficient to induce a 
partially transformed phenotype, characterized by elongated 
and refractile cells that lose contact inhibition and form a 
multilayered array (12, 13). We reasoned that genes differen- 
tially expressed between these two cell lines might contribute 
to the transformed phenotype. 

In this paper, we describe the cloning and characterization 
of two genes up-regulated in Wnt-1 transformed cells, WISP-1 
and WISPS, and a third related gene, WISPS. The WISP genes 
are members of the CCN family of growth factors, which 
includes connective tissue growth factor (CTGF), Cyr61, and 
nov, a family not previously linked to Wnt signaling. 

MATERIALS AND METHODS 

SSH. SSH was performed by using the PCR-Select cDNA 
. Subtraction Kit (CLONTECH). Tester double-stranded 

Abbreviations: TGF, transforming growth factor; CTGF, connective 
tissue growth factor; SSH, suppression subtractive hybridization; 
VWC, von Willebrand factor type C module. 
Data deposition: The sequences reported in this paper have been 
deposited in the Genbank database (accession nos. AF100777, 
AF100778, AF100779, AF100780, and AF100781). 
tTo whom reprint requests should be addressed, e-mail: diane@gene. 
com. 
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cDNA was synthesized from 2 jig of poly(A)'*" RNA isolated 
from the C57MG/ Wnt-1 cell line and driver cDNA from 2 jig 
of poly(A) + RNA from the parent C57MG cells. The sub- 
tracted cDNA library was subcloned into a pGEM-T vector for 
further analysis. 

cDNA Library Screening. Clones encoding full-length 
mouse WISP- 1 were isolated by screening a AgtlO mouse 
embryo cDNA library (CLONTECH) with a 70-bp probe from 
the original partial clone 568 sequence corresponding to amino 
acids 128-169. Clones encoding full-length human WlSP-1 
were isolated by screening AgtlO lung and fetal kidney cDNA 
libraries with the same probe at low stringency. Clones en- 
coding full-length mouse and human WISP-2 were isolated by 
screening a C57MG/WnM or human fetal lung cDNA library 
with a probe corresponding to nucleotides 1463-1512. Full- 
length cDNAs encoding WISPS were cloned from human 
bone marrow and fetal kidney libraries. 

Expression of Human WISP RNA. PCR amplification of 
first-strand cDNA was performed with human Multiple Tissue 
cDNA panels (CLONTECH) and 300 jmM of each dNTP at 
94°C for 1 sec, 62°C for 30 sec, 72°C for 1 min, for 22-32 cycles. 
WISP and glyceraldehyde-3-phosphate dehydrogenase primer 
sequences are available on request. 

In Situ Hybridization. 33 P-labeIed sense and antisense ribb- 
probes were transcribed from an 897-bp PCR product corre- 
sponding to nucleotides 601-1440 of mouse WISP- 1 or a 
294-bp PCR product corresponding to nucleotides 82-375 of 
mouse WISP-2. All tissues were processed as described (40). 

Radiation Hybrid Mapping. Genomic DNA from each 
hybrid in the Stanford G3 and Genebridge4 Radiation Hybrid 
Panels (Research Genetics, Huntsville, AL) and human and 
hamster control DNAs were PCR-amplified, and the results 
were submitted to the Stanford or Massachusetts Institute of 
Technology web servers. 

Cell Lines, Tumors, and Mucosa Specimens. Tissue speci- 
mens were obtained from the Department of Pathology (Uni- 
versity of Pittsburgh) for patients undergoing colon resection 
and from the University of Leeds, United Kingdom. Genomic 
DNA was isolated (Qiagen) from the pooled blood of 10 
normal human donors, surgical specimens, and the following 
ATCC human cell lines: SW480, COLO 320DM, HT-29, 
WiDr, and SW403 (colon adenocarcinomas), SW620 (lymph 
node metastasis, colon adenocarcinoma), HCT 116 (colon 
carcinoma), SK-CO-1 (colon adenocarcinoma, ascites), and 
HM7 (a variant of ATCC colon adenocarcinoma cell line LS 
174T). DNA concentration was determined by using Hoechst 
dye 33258 intercalation f luorimetry. Total RNA was prepared 
by homogenization in 7 M GuSCN followed by centrifugation 
over CsCl cushions or prepared by using RNAzol. 

Gene Amplification and RNA Expression Analysis. Relative 
gene amplification and RNA expression of WfSPs and c-myc in 
the cell lines, colorectal tumors, and normal mucosa were 
determined by quantitative PCR. Gene-specific primers and 
fluorogenic probes (sequences available on request) were 
designed and used to amplify and quantitate the genes. The 
relative gene copy number was derived by using the formula 
2< Act > where ACt represents the difference in amplification 
cycles required to detect the WISP genes in peripheral blood 
lymphocyte DNA compared with colon tumor DNA or colon 
tumor RNA compared with normal mucosal RNA. The 
3-method was used for calculation of the SE of the gene copy 
number or RNA expression level. The WISP-spcc'iRc signal was 
normalized to that of the glyceraldehyde-3-phosphate dehy- 
drogenase housekeeping gene. All TaqMan assay reagents 
were obtained from Perkin-EImer Applied Biosystems. 

RESULTS 

Isolation of WISP- 1 and WISP-2 by SSH. To identify Wnt- 
1-tnducible genes, we used the technique of SSH using the 



mouse mammary epithelial cell line C57MG and C57MG cells 
that stably express Wnt-1 (11). Candidate differentially ex- 
pressed cDNAs (1,384 total) were sequenced. Thirty-nine 
percent of the sequences matched known genes or homo- 
logues, 32% matched expressed sequence tags, and 29% had 
no match. To confirm that the transcript was differentially 
expressed, semiquantitative reverse transcription-PCR and 
Northern analysis were performed by using mRNA from the 
C57MG and C57MG/Wnt-1 cells. 

Two of the cDNAs, WISP-1 and WISP-2, were differentially 
expressed, being induced in the C57MG/Wnt-1 cell line, but 
not in the parent C57MG cells or C57MG cells overexpressing 
Wnt-4 (Fig. 1 A and B). Wnt-4, unlike Wnt-1, does not induce 
the morphological transformation of C57MG cells and has no 
effect on 0-catenin levels (13, 14). Expression of WISP-1 was 
up-regulated approximately 3-fold in the C57MG/Wnt-1 cell 
line and WISP-2 by approximately 5 -fold by both Northern 
analysis and reverse transcription-PCR. 

An independent, but similar, system was used to examine 
WISP expression after Wnt-1 induction. C57MG cells express- 
ing the Wnt-1 gene under the control of a tetracycline- 
repressible promoter produce low amounts of Wnt-1 in the 
repressed state but show a strong induction of Wnt-1 mRNA 
and protein within 24 hr after tetracycline removal (8). The 
levels of Wnt-1 and WISP RNA isolated from these cells at 
various times after tetracycline removal were assessed by 
quantitative PCR. Strong induction of Wnt-1 mRNA was seen 
as early as 10 hr after tetracycline removal. Induction of WISP 
mRNA (2- to 6-fold) was seen at 48 and 72 hr (data not shown). 
These data support our previous observations that show that 
WISP induction is correlated with Wnt-1 expression. Because 
the induction is slow, occurring after approximately 48 hr, the 
induction of WISPs may be an indirect response to Wnt-1 
signaling. 

cDNA clones of human WISP-1 were isolated and the 
sequence compared with mouse WISP-1. The cDNA sequences 
of mouse and human WISP-1 were 1,766 and 2,830 bp in length, 
respectively, and encode proteins of 367 aa, with predicted 
relative molecular masses of 40,000 (A/ r 40 K). Both have 
hydrophobic N-terminal signal sequences, 38 conserved cys- 
teine residues, and four potential N-linked glycosylation sites 
and are 84% identical (Fig. 2A). 

Full-length cDNA clones of mouse and human WISP-2 were 
1,734 and 1,293 bp in length, respectively, and encode proteins 
of 251 and 250 aa, respectively, with predicted relative molec- 
ular masses of 27,000 (M r 27 K) (Fig. 2B). Mouse and human 
WISP-2 are 73% identical. Human WISP-2 has no potential 
N-Iinked glycosylation sites, and mouse WISP-2 has one at 

C57MQ 

Parent Wnt-1 WnM 



A, 




Fig. 1. WISP-1 and WISP-2 are induced by Wnt-1, but not WnM, 
expression in C57MG cells. Northern analysis of WISP-1 (A) and 
WISP-2 (B) expression in C57MG, C57MG/Wnt-1, and C57MG/ 
Wnt-4 cells. Poly(A) + RNA (2 /xg) was subjected to Northern blot 
analysis and hybridized with a 70-bp mouse /-specific probe 

(amino acids 278-300) or a 190-bp W75P-2-specific probe (nucleotides 
1438-1627) in the 3' untranslated region. Blots were rehyb rid ized with 
human /3-actin probe. 
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F(G. 2. Encoded amino acid sequence alignment of mouse and 
human WISP-1 (A) and mouse and human WISP-2 (B). The potential 
signal sequence, insulin-like growth factor-binding protein (IGF-BP), 
VWC, thrombospondin (TSP), and C-terminal (CT) domains are 
underlined. 

position 197. WISP-2 has 28 cysteine residues that are con- 
served among the 38 cysteines found in WISP- 1. 

Identification of WISPS. To search for related proteins, we 
screened expressed sequence tag (EST) databases with the 
WISP-1 protein sequence and identified several ESTs as 
potentially related sequences. We identified a homologous 
protein that we have called WISP-3. A full-length human 
WISPS cDNA of 1,371 bp was isolated corresponding to those 
ESTs that encode a 354 r aa protein with a predicted molecular 
mass of 39,293, WISP-3 has two potential N-linked glycosyl- 
ation sites and 36 cysteine residues. An alignment of the three 
' human WISP proteins shows that WISP-1 and WISP-3 are the 
most similar (42% identity), whereas WISP-2 has 37% identity 
with WISP-1 and 32% identity with WISP-3 (Fig. 3A). 

WISPs Are Homologous to the CTGF Family of Proteins. 
Human WISP-1, WISP-2, and WISP-3 are novel sequences; 
however, mouse WISP-1 is the same as the recently identified 
Elm I gene. Elml is expressed in low, but not high, metastatic 
mouse melanoma cells, and suppresses the in vivo growth and 
metastatic potential of K-1735 mouse melanoma cells (15). 
Human and mouse WISP-2 are homologous to the recently 
described rat gene, rCop-1 (16). Significant homology (36- 
44%) was seen to the CCN family of growth factors. This family 
includes three members, CTGF, Cyr61, and the protoonco- 
gene nov. CTGF is a chemotactic and mitogen ic factor for 
fibroblasts that is implicated in wound healing and fibrotic 
disorders and is induced byTGF-j3 (17). Cyr61 is an extracel- 
lular matrix signaling molecule that promotes cell adhesion, 
proliferation, migration, angiogenesis, and tumor growth (18, 
19). nov (nephroblastoma overexpressed) is an immediate 
early gene associated with quiescence and found altered in 
Wilms tumors (20). The proteins of the CCN family share 
functional, but not sequence, . similarity to Wnt-1. All are 
secreted, cysteine-rich heparin binding glycoproteins that as- 
sociate with the cell surface and extracellular matrix. 

WISP proteins exhibit the modular architecture of the CCN 
family, characterized by four conserved cysteine-rich domains 
(Fig. 3B) (21). The N-terminal domain, which includes the first 
12 cysteine residues, contains a consensus sequence (GCGC- 
CXXC) conserved in most insulin-like growth factor (IGF)- 
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Fig. 3. (A) Encoded amino acid sequence alignment of human 
WISPs. The cysteine residues of WISP-1 and WISP-2 that are not 
present in WISP-3 are indicated with a dot. (B) Schematic represen- 
tation of the WISP proteins showing the domain structure and cysteine 
residues (vertical lines). The four cysteine residues in the VWC domain 
that are absent in WISP-3 are indicated with a dot. (C) Expression of 
WISP mRNA in human tissues. PCR was performed on human 
multiple-tissue cDNA panels (CLONTECH) from the indicated adult 
and fetal tissues. 

binding proteins (BP). This sequence is conserved in WISP-2 
and WISP-3, whereas WISP-1 has a gtutamine in the third 
position instead of a glycine. CTGF recently has been shown 
to specifically bind IGF (22) and a truncated nov protein 
lacking the IGF-BP domain is oncogenic (23). The von Wil- 
lebrand factor type C module (VWC), also found in certain 
collagens and mucins, covers the next 10 cysteine residues, and 
is thought to participate in protein complex formation and 
oligomerization (24). The VWC domain of WISP-3 differs 
from all CCN family members described previously, in that it 
contains only six of the 10 cysteine residues (Fig. 3 A and B), 
A short variable region follows the VWC domain. The third 
module, the thrombospondin (TSP) domain is involved in 
binding to sulfated glycoconjugates and contains six cysteine 
residues and a conserved WSxCSxxCG motif first identified in 
thrombospondin (25). The C-terminal (CT) module contain- 
ing the remaining 10 cysteines is thought to be involved in 
dimerization and receptor binding (26). The CT domain is 
present in all CCN family members described to date but is 
absent in WISP-2 (Fig. 3^4 and B). The existence of a putative 
signal sequence and the absence of a transmembrane domain 
suggest that WISPs are secreted proteins, an observation 
supported by an analysis of their expression and secretion from 
mammalian cell and baculovirus cultures (data not shown). 

Expression of WISP mRNA in Human Tissues. Tissue- 
specific expression of human WISPs was characterized by PCR 
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analysis on adult and fetal multiple tissue cDNA panels. 
WISP-l expression was seen in the adult heart, kidney, lung, 
pancreas, placenta, ovary, small intestine, and spleen (Fig. 3C). 
Little or no expression was detected in the brain, liver, skeletal 
muscle, colon, peripheral blood leukocytes, prostate, testis, or 
thymus. WISP-2 had a more restricted tissue expression and 
was detected in adult skeletal muscle, colon, ovary, and fetal 
lung. Predominant expression of WISP-3 was seen in adult 
kidney and testis and fetal kidney. Lower levels of WISP-3 
expression were detected in placenta, ovary, prostate, and 
small intestine. 

In Situ Localization of WISP-l and WISP-2. Expression of 
WISP-l and WISP-2 was assessed by in situ hybridization in 
mammary tumors from Wnt-1 transgenic mice. Strong expres- 
sion of WISP-l was observed in stromal fibroblasts lying within 
the fibrovascular tumor stroma (Fig. 4 A-D). However, low- 
level WISP-l expression also was observed focally within tumor 
cells (data not shown). No expression was observed in normal 
breast. Like WISP-l, WISP-2 expression also was seen in the 
tumor stroma in breast tumors from Wnt-1 transgenic animals 
(Fig. 4 E-H). However, WISP-2 expression in the stroma was 
in spindle-shaped cells adjacent to capillary vessels, whereas 




FiG. 4. (A, C, E, and G) Representative hematoxylin/eosin-stained 
images from breast tumors in Wnt-1 transgenic mice. The correspond- 
ing dark-field images showing WISP-l expression are shown in B and 
D. The tumor is a moderately we 11 -differentiated adenocarcinoma 
showing evidence of adenoid cystic change. At low power (A and B), 
expression of WISP-l is seen in the delicate branching fibrovascular 
tumor stroma (arrowhead). At higher magnification, expression is seen 
in the stromal(s) fibroblasts (C and D), and tumor cells are negative. 
Focal expression of WISP-l, however, was observed in tumor ceils in 
some areas. Images of WISP-2 expression are shown in E-H. At low 
power (E and /^.expression of WISP-2 is seen in cells lying within the 
fibrovascular tumor stroma. At higher magnification, these cells 
appeared to be adjacent to capillary vessels whereas tumor cells are 
negative (G and H), 
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the predominant cell type expressing WISP-l was the stromal 
fibroblasts. 

Chromosome Localization of the WISP Genes. The chro- 
mosomal location of the human WISP genes was determined 
by radiation hybrid mapping panels. WISP-l is approximately 
3.48 cR from the meiotic marker AFM259xc5 [logarithm of 
odds (lod) score 16.31] on chromosome 8q24.1 to 8q24.3, in the 
same region as the human locus of the novH family member 
(27) and roughly 4 Mbs distal to c-myc (28). Preliminary fine 
mapping indicates that WISP-l is located near D8S1712 STS. 
WISP-2 is linked to the marker SHGC-33922 (lod = 1,000) on 
chromosome 20ql2-20ql3.1. Human WISPS mapped to chro- 
mosome 6q22-6q23 and is linked to the marker AFM211ze5 
(lod = 1,000). WISPS is approximately 18 Mbs proximal to 
CTGF and 23 Mbs proximal to the human cellular oncogene 
MYB (27, 29). 

Amplification and Aberrant Expression otWISPs in Human 
Colon Tumors. Amplification of protooncogenes is seen in 
many human tumors and has etiological and prognostic sig- 
nificance. For example, in a variety of tumor types, c-myc 
amplification has been associated with malignant progression 
and poor prognosis (30). Because WISP-l resides in the same 
general chromosomal location (8q24) as c-myc, we asked 
whether it was a target of gene amplification, and, if so, 
whether this amplification was independent of the c-myc locus. 
Genomic DNA from human colon cancer cell lines was 
assessed by quantitative PCR and Southern blot analysis. (Fig. 
5 A and B). Both methods detected similar degrees of WISP-l 
amplification. Most cell lines showed significant (2- to 4-fold) 
amplification, with the HT-29 and WiDr cell lines demonstrat- 
ing an 8-fold increase. Significantly, the pattern of amplifica- 
tion observed did not correlate with that observed for c-myc, 
indicating that the c-myc gene is not part of the amplicon that 
involves the WISP-l locus. 

We next examined whether the WISP genes were amplified 
in a panel of 25 primary human colon adenocarcinomas. The 
relative WISP gene copy number in each colon tumor DNA 
was compared with pooled normal DNA from 10 donors by 
quantitative PCR (Fig. 6). The copy number of WISP-l and 
WISP-2 was significantly greater than one, approximately 
2-fold for WISP-l in about 60% of the tumors and 2- to 4-fold 
for WISP-2 in 92% of the tumors (P < 0,001 for each). The 
copy number for WISPS was indistinguishable from one (P = 
0.166). In addition, the copy number of WISP-2 was signifi- 
cantly higher than that of WISP-l (P < 0.001). 

The levels of WISP transcripts in RNA isolated from 19 
adenocarcinomas and their matched normal mucosa were 




FiG. 5. Amplification of WISP-l genomic DNA in colon cancer cell 
lines. (A) Amplification in cell line DNA was determined by quanti- 
tative PCR. (B) Southern blots containing genomic DNA (10 ^g) 
digested with EcoRI (WISP-l) or Xbal (c-myc) were hybridized with 
a 100-bp human WISP-l probe (amino acids 186-219) or a human 
c-myc probe (located at bp 1901-2000). The WISP and myc genes are 
detected in normal human genomic DNA after a longer film exposure. 
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Fig. 6. Genomic amplification of WISP genes in human colon 
tumors. The relative gene copy number of the WISP genes in 25 
adenocarcinomas was assayed by quantitative PCR, by comparing 
DNA from primary human tumors with pooled DNA from 10 healthy 
donors. The data are means ± SEM from one experiment done in 
triplicate. The experiment was repeated at least three times. 

assessed by quantitative PCR (Fig. 7). The level of WISP- 1 
RNA present in tumor tissue varied but was significantly 
increased (2- to >25-fold) in 84% (16/19) of the human colon 
tumors examined compared with normal adjacent mucosa. 
Four of 19 tumors showed greater than 10-fold overexpression. 
In contrast, in 79% (15/19) of the tumors examined, WISP-2 
RNA expression was significantly lower in the tumor than the 
mucosa. Similar to WISP- 1, WISP-3 RNA was overexpressed in 
63% (12/19) of the colon tumors compared with the normal 
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Fig. 7. W75P RNA expression in primary human colon tumors 
relative to expression in normal mucosa from the same patient. 
Expression of WISP mRNA in 19 adenocarcinomas was assayed by 
quantitative PCR. The Dukes stage of the tumor is listed under the 
sample number. The data are means ± SEM from one experiment 
done in triplicate. The experiment was repeated at least twice. 
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mucosa. The amount of overexpression of WISP-3 ranged from 
4- to >40-fold. 



DISCUSSION 

One approach to understanding the molecular basis of cancer 
is to identify differences in gene expression between cancer 
cells and normal cells. Strategies based on assumptions that 
steady-state mRNA levels will differ between normal and 
malignant cells have been used to clone differentially ex- 
pressed genes (31). We have used a PCR-based selection 
strategy, SSH, to identify genes selectively expressed in 
C57MG mouse mammary epithelial cells transformed by 
Wnt-1. 

Three of the genes isolated, WISP-1, WISP-2, and WISP-3, 
are members of the CCN family of growth factors, which 
includes CTGF, Cyr61, and nov, a family not previously linked 
to Wnt signaling. 

Two independent experimental systems demonstrated that 
WISP induction was associated with the expression of Wnt-1. 
The first was C57MG cells infected with a Wnt-1 retroviral 
vector or C57MG cells expressing Wnt-1 under the control of 
a tetracyline-repressible promoter, and the second was in 
Wnt-1 transgenic mice, where breast tissue expresses Wnt-1, 
whereas normal breast tissue does not. No WISP RNA expres- 
sion was detected in mammary tumors induced by polyoma 
virus middle T antigen (data not shown). These data suggest 
a link between Wnt-1 and WISPs in that in these two situations, 
WISP induction was correlated with Wnt-1 expression. 

It is not clear whether the WISPs are directly or indirectly 
induced by the downstream components of the Wnt-1 signaling 
pathway (i.e., /3-catenin-TCF-l/Lefl). The increased levels of 
WISP RNA were measured in Wnt-1 -transformed cells, hours 
or days after Wnt-1 transformation. Thus, WISP expression 
could result from Wnt-1 signaling directly through 0-catenin 
transcription factor regulation or alternatively through Wnt-1 
signaling turning on a transcription factor, which in turn 
regulates WISPs. 

The WISPs define an additional subfamily of the CCN family 
of growth factors. One striking difference observed in the 
protein sequence of WISP-2 is the absence of a CT domain, 
which is present in CTGF, Cyr61, nov, WISP-1, and WISP-3. 
This domain is thought to be involved in receptor binding and 
dimerization. Growth factors, such as TGF-/3, platelet-derived 
growth factor, and nerve growth factor, which contain a cystine 
knot motif exist as dinners (32). It is tempting to' speculate that 
WISP-1 and WISP-3 may exist as dimers, whereas WISP-2 
exists as a monomer. If the CT domain is also important for 
receptor binding, WISP-2 may bind its receptor through a 
different region of the molecule than the other CCN family 
members. No specific receptors have been identified for CTGF 
or nov. A recent report has shown that integrin a v p 3 serves as 
an adhesion receptor for Cyr61 (33). 

The strong expression of WISP-1 and WISP-2 in cells lying 
within the fibrovascular tumor stroma in breast tumors from 
Wnt-1 transgenic animals is consistent with previous obser- 
vations that transcripts for the related CTGF gene are pri- 
marily expressed in the fibrous stroma of mammary tumors 
(34). Epithelial cells are thought to control the proliferation of 
connective tissue stroma in mammary tumors by a cascade of 
growth factor signals similar to that controlling connective 
- tissue formation during wound repair. It has been proposed 
that mammary tumor cells or inflammatory cells at the tumor 
interstitial interface secrete TGF-/31, which is the stimulus for 
stromal proliferation (34). TGF-J31 is secreted by a large 
percentage of malignant breast tumors and may be one of the 
growth factors that stimulates the production of CTGF and 
WISPs in the stroma. 

It was of interest that WISP-1 and WISP-2 expression was 
observed in the stromal cells that surrounded the tumor cells 




14722 Cell Biology, Medical Sciences: Pennica el ai 

(epithelial cells) in the Wnt-1 transgenic mouse sections of 
breast tissue. This finding suggests that paracrine signaling 
could occur in which the stromal cells could supply WISP-1 and 
WISP-2 to regulate tumor cell growth on the WISP extracel- 
lular matrix. Stromal cell-derived factors in the extracellular 
matrix have been postulated to play a role in tumor cell 
migration and proliferation (35). The localization of WISP-1 
and WISP-2 in the stromal cells of breast tumors supports this 
paracrine model. 

An analysis of WISP-1 gene amplification and expression in 
human colon tumors showed a correlation between DNA 
amplification and overexpression, whereas overexpression of 
WISP-3 RNA was seen in the absence of DNA amplification. 
In contrast, WISP-2 DNA was amplified in the colon tumors, 
but its mRNA expression was significantly reduced in the 
majority of tumors compared with the expression in normal 
colonic mucosa from the same patient. The gene for human 
WISP-2 was localized to chromosome 20ql2-20ql3, at a region 
frequently amplified and associated with poor prognosis in 
node negative breast cancer and many colon cancers, suggest- 
ing the existence of one or more oncogenes at this locus 
(36-38). Because the center of the 20ql3 amplicon has not yet 
been identified, it is possible that the apparent amplification 
observed for WISP-2 may be caused by another gene in this 
amplicon. 

A recent manuscript on rCop-1, the rat orthologue of 
WISP-2, describes the loss of expression of this gene after cell 
transformation, suggesting it may be a negative regulator of 
growth in cell lines (16). Although the mechanism by which 
WISP-2 RNA expression is down-regulated during malignant 
transformation is unknown, the reduced expression of WISP-2 
in colon tumors and cell lines suggests that it may function as 
a tumor suppressor. These results show that the WISP genes 
are aberrantly expressed in colon cancer and suggest that their 
altered expression may confer selective growth advantage to 
the tumor. 

Members of the Wnt signaling pathway have been impli- 
cated in the pathogenesis of colon cancer, breast cancer, and 
melanoma, including the tumor suppressor gene adenomatous 
polyposis coli and /3-catenin (39). Mutations in specific regions 
of either gene can cause the stabilization and accumulation of 
cytoplasmic /3-catenin, which presumably contributes to hu- 
man carcinogenesis through the activation of target genes such 
as the WISPs. Although the mechanism by which Wnt-1 
transforms cells and induces tumorigenesis is unknown, the 
identification of WISPs as genes that may be regulated down- 
stream of Wnt-1 in C57MG cells suggests they could be 
important mediators of Wnt-1 transformation. The amplifica- 
tion and altered expression patterns of the WISPs in human 
colon tumors may indicate an important role for these genes 
in tumor development. . 
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methods. Peptides AENKor AEQKwere dissolved in water, made isotonic with 
NaCl and diluted into RPMI growth medium. T-cell-proliferation assays were 
done essentially as described 20,21 . Briefly, after antigen pulsing OOp-gmT 1 
TTCF) with tetrapeptides (l-2mgmr') t PBMCs or EBV-B cells were 
washed in PBS and fixed for 45 s in 0.05% glutaraldehyde. Glycine was added 
to a final concentration of 0.1 M and the cells were washed five times in RPMI 
1640 medium containing 1% PCS before co-culture with T-cell clones in 
round -bottom 96 -well microtitre plates. After 48 h, the cultures were pulsed 
with 1 u,Ci of 3 H-thymidine and harvested for scintillation counting 16 h later. 
Predigestion of native TTCF was done by incubating 200 u,g TTCF with 0.25 ^.g 
pig kidney legumain in 500 u.1 50 mM citrate buffer, pH 5.5, for 1 h at 37 °C 
Glycopepttde digestions. The peptides HIDNEEDI, HlDN(N-glucosamine) 
EEDI and HIDNESDI, which are based on the TTCF sequence, and 
QQQHLFGSNVTDCSGNFCLFR(KKK), which is based on human transferrin, 
were obtained by custom synthesis. The three C- terminal lysine residues were 
added to the natural sequence to aid solubility. The transferrin glycopeptide 
QQQHLFGSNVTDCSGNFCLFR was prepared by tryptic (Promega) digestion 
of 5mg reduced, carboxy- methylated human transferrin followed by 
concanavalin A chromatography". Clycopeptides corresponding to residues 
622-642 and 421-452 were isolated by reverse-phase HPLC and identified by 
mass spectrometry and N-terminal sequencing. The lyophilized transferrin - 
derived peptides were redissolved in 50'mM sodium acetate, pH 5.5, 10 mM 
dithiothreitol, 20% methanol. Digestions were performed for 3 h at 30 °C with 
5-50 mUml" 1 pig kidney legumain or B-cell AEP. Products were analysed by 
HPLC or MALDI-TOF mass spectrometry using a matrix of lOmgml" 1 a- 
cyanocinnamic acid in 50% acetonitrile/0. 1% TFA and a PerSeptive Biosystems 
Elite STR mass spectrometer set to linear or reflector mode. Internal standar- 
dization was obtained with a matrix ion of 568.13 mass units. 
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Fas ligand (FasL) is produced by activated T cells and natural 
killer cells and it induces apoptosis (programmed cell death) in 
target cells through the death receptor Fas/Apol/CD95 (ref. 1). 
One important role of FasL and Fas is to mediate immune- 
cytotoxic killing of cells that are potentially harmful to the 
organism, such as virus-infected or tumour cells 1 . Here we 
report the discovery of a soluble decoy receptor, termed decoy 
receptor 3 (DcR3), that binds to FasL and inhibits FasL-induced 
apoptosis. The DcR3 gene was amplified in about half of 35 
primary lung and colon tumour;, studied, and DcR3 messenger 
RNA was expressed in malignant tissue. Thus, certain tumours 
may escape FasL-dependent immune-cytotoxic attack by expres- 
sing a decoy receptor that blocks FasL 

By searching expressed sequence tag (EST) databases, we identi- 
fied a set of related ESTs that showed homology to the tumour 
necrosis factor (TNF) receptor (TNFR) gene superfamily 2 . Using 
the overlapping sequence, we isolated a previously unknown full- 
length complementary DNA from human fetal lung. We named the 
protein encoded by this cDNA decoy receptor 3 (DcR3). The cDNA 
encodes a 300-amino-acid polypeptide that resembles members of 
the TNFR family (Fig. la): the amino terminus contains a leader 
sequence, which is followed by four tandem cysteine -rich domains 
(CRDs). Like one other TNFR homologue, osteoprotegerin (OPG) 3 , 
DcR3 lacks an apparent transmembrane sequence, which indicates 
that it may be a secreted, rather than a membrane-asscociated, 
molecule. We expressed a recombinant, histidine-tagged form of 
DcR3 in mammalian cells; DcR3 was secreted into the cell culture 
medium, and migrated on polyacrylamide gels as a protein of 
relative molecular mass 35,000 (data not shown). DcR3 shares 
sequence identity in particular with OPG (31%) and TNFR2 
(29%), and has relatively less homology with Fas (17%). All of 
the cysteines in the four CRDs of DcR3 and OPG are conserved; 
however, the carboxy- terminal portion of DcR3 is 101 residues 
shorter. 

We analysed expression of DcR3 mRNA in human tissues by 
northern blotting (Fig. lb). We detected a predominant 1.2-kilobase 
transcript in fetal lung, brain, and liver, and in adult spleen, colon 
and lung. In addition, we observed relatively high DcR3 mRNA 
expression in the human colon carcinoma cell line SW480. 

To investigate potential ligand interactions of DcR3, we generated 
a recombinant, Fc-tagged DcR3 protein. We tested binding of 
DcR3-Fc to human 293 cells transfected. with individual TNF- 
family ligands, which are expressed as type 2 transmembrane 
proteins (these transmembrane proteins have their N termini in 
the cytosol). DcR3-Fc showed a significant increase in binding to 
cells transfected with FasL 4 (Fig. 2a), but not to cells transfected with 
TNF 5 , Apo2L/TRAIL 6,7 , Apo3L/TWEAK 8,9 , or OPGL/TRANCE/ 
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RANKL 10 " 12 (data not shown). DcR3-Fc immunoprecipitated shed 
FasL from FasL-transfected 293 cells (Fig. 2b) and purified soluble 
FasL (Fig. 2c), as did the Fc-tagged ectodomain of Fas but not 
TNFR1. Gel-filtration chromatography showed that DcR3-Fc and 
soluble FasL formed a stable complex (Fig. 2d). Equilibrium 
analysis indicated that DcR3-Fc and Fas-Fc bound to soluble 
FasL with a comparable affinity (K d = 0.8 ± 0.2 and 
l.l±0.lnM, respectively; Fig. 2e), and that DcR3-Fc could 
block nearly all of the binding of soluble FasL to Fas-Fc (Fig. 2e, 
inset). Thus, DcR3 competes with Fas for binding to FasL. 

To determine whether binding of DcR3 inhibits FasL activity, we 
tested the effect of DcR3-Fc on apoptosis induction by soluble 
FasL in Jurkat T leukaemia cells, which express Fas (Fig. 3a). DcR3- 
Fc and Fas-Fc blocked soluble- FasL-induced apoptosis in a 
similar dose-dependent manner, with half-maximal inhibition at 
^-0.1 u-gmP 1 . Time-course analysis showed that the inhibition did 
not merely delay cell death, but rather persisted for at least 24 hours 
(Fig. 3b). We also tested the effect of DcR3-Fc on activation- 
induced cell death (AICD) of mature T lymphocytes, a FasL- 
dependent process". Consistent with previous results 13 , activation 
of interleukin-2-stimulated CD4-positive T cells with anti-CD3 
antibody increased the level of apoptosis twofold, and Fas-Fc 
blocked this effect substantially (Fig. 3c); DcR3-Fc blocked the 



induction of apoptosis to a similar extent. Thus, DcR3 binding 
blocks apoptosis induction by FasL. 

FasL-induced apoptosis is important in elimination of virus- 
infected cells and cancer cells by natural killer cells and cytotoxic T 
lymphocytes; an alternative mechanism involves perforin and 
granzymes 1,14 " 16 . Peripheral blood natural killer cells triggered 
marked cell death in Jurkat T leukaemia cells (Fig. 3d); DcR3-Fc 
and Fas-Fc each reduced killing of target cells from —65% to 
~-30%, with half-maximal inhibition at —1 u.gmP l ; the residual 
killing was probably mediated by the perforin/granzyme pathway. 
Thus, DcR3 binding blocks FasL-dependent natural killer cell 
activity. Higher DcR3-Fc and Fas-Fc concentrations were required 
to block natural killer cell activity compared with those required to 
block soluble FasL activity, which is consistent with the greater 
potency of membrane-associated FasL compared with soluble 
FasL' 7 . 

Given the role of immune-cytotoxic cells in elimination of 
tumour cells and the fact that DcR3 can act as an inhibitor of 
FasL, we proposed that DcR3 expression might contribute to the 
ability of some tumours to escape immune-cytotoxic attack. As 
genomic amplification frequently contributes to tumorigenesis, we 
investigated whether the DcR3 gene is amplified in cancer. We 
analysed DcR3 gene-copy number by quantitative polymerase chain 
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Figure 1 Primary structure and expression of human DcR3. a, Alignment of the 
amino-acid sequences of DcR3 and of osteoprotegerin (OPG); theC-terminal 101 
residues of OPG are not shown. The putative signal cleavage site (arrow), the 
cysteine-rich domains (CRD 1 -4), and the AMinked glycosylation site (asterisk) are 
shown, b. Expression of DcR3 mRNA. Northern hybridization analysis was done 
using the DcR3 cDNA as a probe and blots of pofy(A)* RNA (Clontech) from 
human fetal and adult tissues or cancer cell lines. PBL. peripheral blood 
lymphocyte. 



Figure 2 Interaction of DcR3 with FasL. a. 293 cells were transfected with pRK5 
vector (top) or with pRK5 encoding full-length FasL (bottom), incubated with 
DcR3-Fc (solid line, shaded area), TNFRl-Fc (dotted line) or buffer control 
(dashed line) (the dashed and dotted lines overlap), and analysed for binding by 
FACS. Statistical analysis showed a significant difference {P < 0.001 ) between the 
binding of DcR3-Fc to cells transfected with FasL orpRK5. PE, phycoeryth re- 
labelled cells, b, 293 cells were transfected as in a and metabolically labelled, and 
cell supernatants were immunoprecipitated with Fc-tagged TNFR1, DcR3 or Fas. 
c, Purified soluble FasL (sFasL) was immunoprecipitated with TNFR1 -Fc, DcR3- 
Fc or Fas-Fc and visualized by immunoblot with anti-FasL antibody. sFasL was 
loaded directly for comparison in the right-hand lane, d, Flag-tagged sFasL was 
incubated with DcR3 r Fc or with buffer and resolved by gel filtration; column 
fractions were analysed in an assay that detects complexes containing DcR3-Fc 
and sFasL-Flag. e, Equilibrium binding of OcR3-Fc or Fas-Fc to sFasL-Flag. 
Inset, competition of DcR3-Fc with Fas-Fc for binding to sFasL-Flag. 
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reaction (PCR) 18 in genomic DNA from 35 primary lung and colon 
tumours, relative to pooled genomic DNA from peripheral blood 
leukocytes (PBLs) of 10 healthy donors. Eight of 18 lung tumours 
and 9 of 17 colon tumours showed DcR3 gene amplification, 
ranging from 2- to 18-fold (Fig. 4a, b). To confirm this result, we 
analysed the colon tumour DNAs with three more, independent sets 
of DcR3 -based PCR primers and probes; we observed nearly the 
same amplification (data not shown). 

We then analysed DcR3 mRNA expression in primary tumour 
tissue sections by in situ hybridization. We detected DcR3 expres- 
sion in 6 out of 15 lung tumours, 2 out of 2 colon tumours, 2 out of 5 
breast tumours, and 1 out of 1 gastric tumour (data not shown). A 
section through a squamous-cell carcinoma of the lung is shown in 
Fig. 4c. DcR3 mRNA was localized to infiltrating malignant epithe- 
lium, but was essentially absent from adjacent stroma, indicating 
tumour-specific expression. Although the individual tumour speci- 
mens that we analysed for mRNA expression and gene amplification 
were different, the in situ hybridization results are consistent with 
the finding that the DcR3 gene is amplified frequently in tumours. 
SW480 colon carcinoma cells, which showed abundant DcR3 
mRNA expression (Fig. lb), also had marked DcR3 gene amplifica- 
tion, as shown by quantitative PCR (fourfold) and by Southern blot 
hybridization (fivefold) (data not shown). 

If DcR3 amplification in cancer is functionally relevant, then 
DcR3 should be amplified more than neighbouring genomic 
regions that are not important for tumour survival. To test this, 



we mapped the human DcR3 gene by radiation-hybrid analysis; 
DcR3 showed linkage to marker AFM2 18xe7 (T160), which maps to 
chromosome position 20ql3. Next, we isolated from a bacterial 
artificial chromosome (BAC) library a human genomic clone that 
carries DcR3, and sequenced the ends of the clone's insert. We then 
determined, from the nine colon tumours that showed twofold or 
greater amplification of DcR3, the copy number of the DcR3- 
flanking sequences (reverse and forward) from the BAC, and of 
seven genomic markers that span chromosome 20 (Fig. 4d). The 
DcR3-linked reverse marker showed an average amplification of 
roughly threefold, slightly less than the approximately fourfold 
amplification of DcR3; the other markers showed little or no 
amplification. These data indicate that DcR3 may be at the 'epi- 
centre' of a distal chromosome 20 region that is amplified in colon 
cancer, consistent with the possibility that DcR3 amplification 
promotes tumour survival. 

Our results show that DcR3 binds specifically to FasL and inhibits 
FasL activity. We did not detect DcR3 binding to several other TNF- 
ligand- family members; however, this does not rule out the possi- 
bility that DcR3 interacts with other ligands, as do some other 
TNFR family members, including OPG 2 ' 9 . 

FasL is important in regulating the immune response; however, 
little is known about how FasL function is controlled. One mechan- 
ism involves the molecule cFLIP, which modulates apoptosis signal- 
ling downstream of Fas 20 . A second mechanism involves proteolytic 
shedding of FasL from the cell surface 17 . DcR3 competes with Fas for 
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Figure 3 Inhibition of FasL activity by DcR3. a, Human Jurkat T leukaemia cells 
were incubated with Flag-tagged soluble FasL (sFasL;. 5ngmr') oligomerized 
with anti-Flag antibody (0.1 ^gmr') in the presence of the proposed inhibitors 
DcR3-Fc. Fas-Fc or human IgGl arid assayed for apoptosis {mean ± s.e.m. of 
triplicates), b, Jurkat cells were incubated with sFasL-Flagplus anti-Flag antibody 
as in a, in presence of 1 p.g ml" 1 DcR3-Fc (filled circles), Fas-Fc (open circles) or 
human IgGl (triangles), and apoptosis was determined at the indicated time 
points, c. Peripheral blood T cells were stimulated with PHA and interleukin-2, 
followed by control (white bars) or anti-CD3 antibody (filled bars), together with 
phosphate-buffered saline (P8S), human IgGl, Fas-Fc, or OcR3-Fc (10 M-gml" 1 ). 
After 16 h, apoptosis of CD4* cells was determined (mean ± s.e.m. of results from 
five donors), d. Peripheral blood natural killer cells were incubated with s, Cr- 
labelled Jurkat cells in the presence of DcR3-Fc (filied circles). Fas-Fc (open 
circles) or human IgGl (triangles), and target-cell death was determined by 
release of 51 Cr (mean ± s.d. for two donors, each in triplicate). 
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Figure 4 Genomic amplification of DcR3 in tumours, a, Lung cancers, comprising 
eight adenocarcinomas (c. d. f. g. h, j, k. r). seven squamous-cell carcinomas (a, e. 
m, n, o, p, q). one non -small-cell carcinoma (b), one small-cel! carcinoma (i). and 
one bronchial adenocarcinoma (I). The data are means ± s.d. of 2 experiments 
done in duplicate, b. Colon tumours, comprising 17 adenocarcinomas. Data are 
means ± s.e.m. of five experiments done in duplicate, c, In situ hybridization 
analysis of DcR3 mRNA expression in a squamous-cell carcinoma of the lung. A 
representative bright-field image (left) and the corresponding dark-held image 
(right) show DcR3 mRNA over infiltrating malignant epithelium (arrowheads). 
Adjacent non-malignant stroma (S). blood vessel (V) and necrotic tumour tissue 
(N) are also shown, d. Average amplification of DcR3 compared with amplifica- 
tion of neighbouring genomic regions (reverse and forward. Rev and Fwd). the 
0cR3-linked marker T160. and other chromosome-20 markers, in the nine colon 
tumours showing DcR3 amplification of twofold or more (b). Data are from two 
experiments done in duplicate. Asterisk indicates P < 0.01 for a Student's Mest 
comparing each marker with DcR3. 
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FasL binding; hence, it may represent a third mechanism of 
extracellular regulation of FasL activity. A decoy receptor that 
modulates the function of the cytokine interleukin-1 has been 
described 21 . In addition, two decoy receptors that belong to the 
TNFR family, DcRl and DcR2, regulate the FasL-related apoptosis- 
inducing molecule Apo2L 22 . Unlike DcRl and DcR2, which are 
membrane-associated proteins, DcR3 is directly secreted into the 
extracellular space. One other secreted TNFR-family member is 
OPG 3 , which shares greater sequence homology with DcR3 (31%) 
than do DcRl (17%) or DcR2 (19%); OPG functions as a third 
decoy for Apo2L 19 . Thus, DcR3 and OPG define a new subset of 
TNFR-family members that function as secreted decoys to mod- 
ulate ligands that induce apoptosis. Pox viruses produce soluble 
TNFR homologues that neutralize specific TNF-family ligands, 
thereby modulating the antiviral immune response 2 . Our results 
indicate that a similar mechanism, namely, production of a soluble 
decoy receptor for FasL, may contribute to immune evasion by 
certain tumours. □ 



Methods 

Isolation of DcR3 cDNA. Several overlapping ESTs in GenBank (accession 
numbers AA025672, AA025673 and W67560) and in Lifeseq™ (Incyte 
Pharmaceuticals; accession numbers 1339238, 1533571, 1533650, 1542861, 
1789372 and 2207027) showed similarity to members of the TNFR family. We 
screened human cDNA libraries by PCR with primers based on the region of 
EST consensus; fetal lung was positive for a product of the expected size. By 
hybridization to a PCR- genera ted probe based on the ESTs, one positive clone 
(DNA30942) was identified. When searching for potential alternatively spliced 
forms of DcR3 that might encode a transmembrane protein, we isolated 50 
more clones; the coding regions of these clones were identical in size to that of 
the initial done (data not shown). 

Fc-fusion proteins (immunoadhesins). The entire DcR3 sequence, or the 
ectodomain of Fas or TNFR1, was fused to the hinge and Fc region of human 
IgGl, expressed in insect SF9 ceils or in human 293 cells, and purified as 
described 23 . 

Fluorescence-activated cell sorting (FACS) analysis. We transfected 293 
cells using calcium phosphate or Effectene (Qiagen) with pRK5 vector or pRK5 
encoding full-length human FasL' (2 y.g), together with pRK5 encoding CrmA 
(2u.g) to prevent cell death. After 16 h, the cells were incubated with 
biotinylated DcR3-Fc or TNFRl -Fc and then with phycoerythrin-conjugated 
streptavidin (GibcoBRL), and were assayed by FACS. The data were analysed by 
Kolmogorov-Smirnov statistical analysis. There was some detectable staining 
of vector- transfected cells by DcR3-Fc; as these cells express little FasL (data 
not shown), it is possible that DcR3 recognized some other factor that is 
expressed constitutively on 293 cells. 

Immunoprecipitation. Human 293 cells were transfected as above, and 
metabolically labelled with [ 3S Slcysteine and [ 35 S] methionine (0.5 mCi; 
Amersham). After 16 h of culture in the presence of z-VAD-fmk (10u.M), 
the medium was imrnunoprecipitated with DcR3-Fc, Fas-Fc or TNFRl -Fc 
(5 u,g), followed by protein A-Sepharose (Repligen). The precipitates were 
resolved by SDS-PAGE and visualized on a phosphorimager (Fuji BAS2000). 
Alternatively, purified, Flag-tagged soluble FasL (1 u.g) (Alexis) was incubated 
with each Fc-fusion protein (1 jxg), precipitated with protein A-Sepharose, 
resolved by SDS-PAGE and visualized by immunoblotting with rabbit anti- 
FasL antibody (Oncogene Research). 

Analysis of complex formation. Flag-tagged soluble FasL (25u.g) was 
incubated with buffer or with DcR3-Fc (40 fig) for 1.5 h at 24 °C. The reaction 
was loaded onto a Superdex 200 HR 10/30 column (Pharmacia) and developed 
with PBS; 0.6-ml fractions were collected. The presence of DcR3-Fc-FasL 
complex in each fraction was analysed by placing 100 u.1 aliquots into microtitre 
wells precoated with anti-human IgG (Boehringer) to capture DcR3-Fc, 
followed by detection with biotinylated anti-Flag antibody Bio M2 (Kodak) and 
streptavidin-horseradish peroxidase (Amersham). Calibration of the column 
indicated an apparent relative molecular mass of the complex of 420K (data not 
shown), which is consistent with a stoichiometry of two DcR3-Fc homodimers 
to two soluble FasL homotrimers. 

Equilibrium binding analysis. Microtitre wells were coated with anti -human 




IgG, blocked with 2% BSA in PBS. DcR3-Fc or Fas-Fc was added, followed by 
serially diluted Flag-tagged soluble FasL. Bound Hgand was detected with anti- 
Flag antibody as above. In the competition assay, Fas-Fc was immobilized as 
above, and the wells were blocked with excess IgGl before addition of Flag- 
tagged soluble FasL plus DcR3-Fc, 

T-cell AICD. CD3 + lymphocytes were isolated from peripheral blood of 
individual donors using anti-CD3 magnetic beads (Miltenyi Biotech), 
stimulated with phytohaemagglutinin (PHA; 2 jxg ml - ') for 24 h, and cultured 
in the presence of interleukin-2 ( 100 U ml"') for 5 days. The cells were plated in 
wells coated with anti-CD3 antibody (Pharmingen) and analysed for apoptosis 
16 h later by FACS analysis of annexin- V-binding of CD4 + cells 14 . 
Natural killer cell activity. Natural killer ceils were isolated from peripheral 
blood of individual donors using anti-CD56 magnetic beads (Miltenyi 
Biotech), and incubated for 16 h with 51 Cr-loaded Jurkat cells at an effector- 
to- target ratio of 1:1 in the presence of DcR3-Fc, Fas-Fc or human IgGl. 
Target-cell death was determined by release of *'Cr in effector-target co- 
cultures relative to release of 51 Cr by detergent lysis of equal numbers of Jurkat 
cells. 

Gene-amplification analysis. Surgical specimens were provided by J. Kern 
(lung tumours) and P. Quirke (colon tumours). Genomic DNA was extracted 
(Qiagen) and the concentration was determined using Hoechst dye 33258 
intercalation fluorometry. Amplification was determined by quantitative PCR" 
using a TaqMan instrument (ABI). The method was validated by comparison of 
PCR and Southern hybridization data for the Myc and HER-2 oncogenes (data 
not shown). Gene-specific primers and fluorogenic probes were designed on 
the basts of the sequence of DcR3 or of nearby regions identified on a BAC 
carrying the human DcR3 gene; alternatively, primers and probes were based 
on Stanford Human Genome Center marker AFM218xe7 (T160), which is 
linked to DcR3 (likelihood score = 5.4), SHGC-36268 (T159), the nearest 
available marker which maps to —500 kilobases from T160, and five extra 
markers that span chromosome 20. The DcR3 -specific primer sequences were 
5'-CTTCTTCGCGCACGCTG-3' and 5'-ATCACGCCGGCACCAG-3' and the 
fluorogenic probe sequence was 5 ' - ( FAM -ACACGATGCGTGCTCCAAGCAG 
AAp-(TAMARA), where FAM is 5 '-fluorescein phosphoramidite. Relative 
gene-copy numbers were derived using the formula 2 (iCT \ where ACT is the 
difference in amplification cycles required to detect DcR3 in peripheral blood 
lymphocyte DNA compared to test DNA. 
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ABC transporters (also known as traffic ATPases) form a large 
family of proteins responsible for the translocation of a variety 
of compounds across membranes of both prokaryotes and 
eukaryotes 1 . The recently completed Escherichia coli genome 
sequence revealed that the largest family of paralogous E. coli 
proteins is composed of ABC transporters 2 . Many eukaryotic 
proteins of medical significance belong to this family, such as 
the cystic fibrosis transmembrane conductance regulator (CFTR), 
the P-glycoprotein (or multidrug-resistance protein) and the 
heterodimeric transporter associated with antigen processing 
(Tapl-Tap2). Here we report the crystal structure at 1.5 A resolu- 
tion of HisP, the ATP-binding subunit of the histidine permease, 
which is an ABC transporter from Salmonella typhimurium. We 
correlate the details of this structure with the biochemical, genetic 
and biophysical properties of the wild-type and several mutant 
HisP proteins. The structure provides a basis for understanding 
properties of ABC transporters and of defective CFTR proteins. 

ABC transporters contain four structural domains: two nucleo- 
tide-binding domains (NBDs), which are highly conserved 
throughout the family, and two transmembrane domains 1 . In 
prokaryotes these domains are often separate subunits which are 
assembled into a membrane -bound complex; in eukaryotes the 
domains are generally fused into a single polypeptide chain. The 
periplasmic histidine permease of 5. typhimurium and £. coli 1 ' 3 '* is a 
well -characterized ABC transporter that is a good model for this 
superfamily. It consists of a membrane-bound complex, HisQMP 2 , 
which comprises integral membrane subunits, HisQ and HisM, and 
two copies of HisP, the ATP-binding subunit. HisP, which has 
properties intermediate between those of integral and peripheral 
membrane proteins 9 , is accessible from both sides of the membrane, 
presumably by its interaction with HisQ and HisM 6 . The two HisP 
subunits form a dimer, as shown by their cooperativity in ATP 
hydrolysis 5 , the requirement for both subunits to be present for 
activity 8 , and the formation of a HisP dimer upon chemical cross- 
linking. Soluble HisP also forms a dimer 3 . HisP has been purified 
and characterized in an active soluble form 3 which can be recon- 
stituted into a fully active membrane-bound complex 8 . 

The overall shape of the crystal structure of the HisP monomer is 
that of an T with two thick arms (arm I and arm II); the ATP- 
binding pocket is near the end of arm I (Fig. 1). A six-stranded p- 
sheet(p3and p8-pl2) spans both arms of the L, with a domain of a 
a- plus p-type structure (pi, p2, p4-p7, al and ot2) on one side 
(within arm I) and a domain of mostly a-helices (a3-a9) on the 
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Figure 1 Crystal structure of HisP. a, View of the dimer along an axis 
perpendicular to its two-fold axis. The top and bottom of the dimer are suggested 
to face towards the periplasmic and cytoplasmic sides, respectively (see text). 
Trie thickness of arm II is about 25 A. comparable to that of membrane. a-Heltces 
are shown in orange and p-sheets in green, b, View along the two-fold axis of the 
HisP dimer, showing the relative displacement of the monomers not apparent in 
a. The p-strands at the dimer interface are labelled, c, View of one monomer from 
the bottom of arm I, as shown in a, towards arm II, showing the ATP-binding 
pocket, a-c, The protein and the bound ATP are in 'ribbon' and 'ball-and-stick' 
representations, respectively. Key residues discussed in the text are indicated in 
c. These figures were prepared with MOLSCRIPT 29 . N. amino terminus; C t C 
terminus. 
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Gene amplification is a common event in the progression of 
human cancers, and amplified oncogenes have been shown to 
have diagnostic, prognostic and therapeutic relevance. A 
kinetic quantitative polymerase-chain-reaction (PCR) method, 
based on fluorescent TaqMan methodology and a new instru- 
ment (ABI Prism 7700 Sequence Detection System) capable 
of measuring fluorescence in real-time, was used to quantify 
gene amplification in tumor DNA. Reactions are character- 
ized by the point during cycling when PCR amplification is still 
in the exponential phase, rather than the amount of PCR 
product accumulated after a fixed number of cycles. None of 
the reaction components is limited during the exponential 
phase, meaning that values are highly reproducible in reac- 
tions starting with the same copy number. This greatly 
improves the precision of DNA quantification. Moreover, 
real-time PCR does not require post-PCR sample handling, 
thereby preventing potential PCR-product carry-over con- 
tamination; it possesses a wide dynamic range of quantifica- 
tion and results in much faster and higher sample throughput. 
The real-time PCR method, was used to develop and validate 
a simple and rapid assay for the detection and quantification 
of the 3 most frequently amplified genes (myc, ccndl and 
erb B2) in breast tumors. Extra copies of myc, ccndl and erfaB2 
were observed in 10, 23 and 15%, respectively, of 108 breast- 
tumor DNA; the largest observed numbers of gene copies 
were 4.6, 18.6 and 15.1, respectively. These results correlated 
well with those of Southern blotting. The use of this new 
semi-automated technique will make molecular analysis of 
human cancers simpler and more reliable, and should find 
broad applications in clinical and research settings. Int. J. 
Cancer 78:661 -666, 1 998. 
© J 998 Wiley-Liss. Inc. 

Gene amplification plays an important role in the pathogenesis 
of various solid tumors, including breast cancer, probably because 
over-expression of the amplified target genes confers a selective 
advantage. The first technique used to detect genomic amplification 
was cytogenetic analysis. Amplification of several chromosome 
regions, visualized either as extrachromosomal double minutes 
(dmins) or as integrated homogeneously staining regions (HSRs), 
are among the main visible cytogenetic abnormalities in breast 
tumors. Other techniques such as comparative genomic hybridiza- 
tion (CGH) (Kallioniemi et ai, 1994) have also been used in broad 
searches for regions of increased DNA copy numbers in tumor 
cells, and have revealed some 20 amplified chromosome regions in 
breast tumors. Positional cloning efforts are underway to identify 
the critical gene(s) in each amplified region. To date, genes known 
to be amplified frequently in breast cancers include myc (8q24), 
ccndl (Hql3), and erb&2 (1 7ql2-q21) (for review, see Biecheand 
Lidereau, 1995). 

Amplification of the myc, ccndl, and erbB2 proto-oncogenes 
should have clinical relevance in breast cancer, since independent 
studies have shown that these alterations can be used to identify 
sub-populations with a worse prognosis (Berns et a!., 1992; 
Schuuring et aL 1992; Stamon el ai, 1987). Muss et ai (1994) 
suggested that these gene alterations may also be useful for the 
prediction and assessment of the efficacy of adjuvant chemotherapy 
and hormone therapy. 

However, published results diverge both in terms of the fre- 
quency of these alterations and their clinical value. For instance, 
over 500 studies in 10 years have failed to resolve the controversy 



surrounding the link suggested by Slamon et ai (1987) between 
erbBl amplification and disease progression. These discrepancies 
are partly due to the clinical, histological and ethnic heterogeneity 
of breast cancer, but technical considerations are also probably 
involved. 

Specific genes (DNA) were initially quantified in tumor cells by 
means of blotting procedures such as Southern and slot blotting. 
These batch techniques require large amounts of DNA (5-10 
ug/reaction) to yield reliable quantitative results. Furthermore, 
meticulous care is required at all stages of the procedures to 
generate blots of sufficient quality for reliable dosage analysis. 
Recently, PCR has proven to be a powerful tool for quantitative 
DNA analysis, especially with minimal starting quantities of tumor 
1 samples (small, early-stage tumors and formalin-fixed, paraffin- 
embedded tissues). 

Quantitative PCR can be performed by evaluating the amount of 
product either after a given number of cycles (end-point quantita- 
tive PCR) or after a varying number of cycles during the 
exponential phase (kinetic quantitative PCR). In the first case, an 
internal standard distinct from the target molecule is required to 
ascertain PCR efficiency. The method is relatively easy but implies 
generating, quantifying and storing an internal standard for each 
gene studied. Nevertheless, it is the most frequently applied 
method to date. 

One of the major advantages of the kinetic method is its rapidity 
in quantifying a new gene, since no internal standard is required (an 
external standard curve is sufficient). Moreover, the kinetic method 
has a wide dynamic range (at least 5 orders of magnitude), giving 
an accurate value for samples differing in their copy number. 
Unfortunately, the method is cumbersome and has therefore been 
rarely used. It involves aliquot sampling of each assay mix at 
regular intervals and quantifying, for each aliquot, the amplifica- 
tion product. Interest in the kinetic method has been stimulated by a 
novel approach using fluorescent TaqMan methodology and a new 
instrument (ABI Prism 7700 Sequence Detection System) capable 
of measuring fluorescence in real time (Gibson et al., 1 996; Heid et 
ai, 1996). The TaqMan reaction is based on the 5' nuclease assay 
first described by Holland et ai (1991). The latter uses the 5' 
nuclease activity of Taq polymerase to cleave a specific fluorogenic 
oligonucleotide probe during the extension phase of PCR. The 
approach uses dual-labeled fluorogenic hybridization probes (Lee 
et ai, 1993). One fluorescent dye, co-valently linked to the 5' end 
of the oligonucleotide, serves as a reporter [FAM (i.e., 6-carboxy- 
fluorescein)] and its emission spectrum is quenched by a second 
fluorescent dye, TAMRA (i.e., 6-carboxy-tetramethyl-rhodamine) 
attached to the 3' end. During the extension phase of the PCR 
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cycle, the fluorescent hybridization probe is hydrolyzed by the 
5'-3' nuclcolytic activity of DNA polymerase. Nuclease degrada- 
tion of the probe releases the quenching of FAM fluorescence 
emission, resulting in an increase in peak fluorescence emission. 
The fluorescence signal is normalized by dividing the emission 
intensity of the reporter dye (FAM) by the emission intensity of a 
reference dye (i.e., ROX, 6-carboxy-X-rhodamine) included in 
TaqMan buffer, to obtain a ratio defined as the Rn (normalized 
reporter) for a given reaction tube. The use of a sequence detector 
enables the fluorescence spectra of all 96 wells of the thermal 
cycler to be measured continuously during PCR amplification. 

The real-time PCR method offers several advantages over other 
current quantitative PCR methods (Celi et ai, 1994): (i) the 
probe-based homogeneous assay provides a real-time method for 
detecting only specific amplification products, since specific hybri- 
dation of both the primers and the probe is necessary to generate a 
signal; (ii) the C t (threshold cycle) value used for quantification is 
measured when PCR amplification is still in the log phase of PCR 
product accumulation. This is the main reason why Q is a more 
reliable measure of the starting copy number than are end -point 
measurements, in which a slight difference in a limiting component 
can have a drastic effect on the amount of product; (Hi) use of Q 
values gives a wider dynamic range (at least 5 orders of magni- 
tude), reducing the need for serial dilution; (iv) The real-time PCR 
method is run in a closed-tube system and requires no post-PCR 
sample handling, thus avoiding potential contamination; (v) the 
system is highly automated, since the instrument continuously 
measures fluorescence in all 96 wells of the thermal cycler during 
PCR amplification and the corresponding software processes, and 
analyzes the fluorescence data; (vi) the assay is rapid, as results are 
available just one minute after thermal cycling is complete; (vii) the 
sample throughput of the method is high, since 96 reactions can be 
analyzed in 2 hr. 

Here, we applied this semi-automated procedure to determine 
the copy numbers of the 3 most frequently amplified genes in breast 
tumors (myc, ccndl and er&B2), as well as 2 genes (alb and app) 
located in a chromosome region in which no genetic changes have 
been observed in breast tumors. The results for 108 breast tumors 
were compared with previous Southern-blot data for the same 
samples. 



MATERIAL AND METHODS 
Tumor and blood samples 

Samples were obtained from 1 08 primary breast tumors removed 
surgically from patients at the Centre Rene Huguenin; none of the 
patients had undergone radiotherapy or chemotherapy. Immedi- 
ately after surgery, the tumor samples were placed in liquid 
nitrogen until extraction of high-molecular-weight DNA. Patients 
were included in this study if the tumor sample used for DNA 
preparation contained more than 60% of tumor cells (histological 
analysis). A blood sample was also taken from 18 of the same 
patients. 

DNA was extracted from tumor tissue and blood leukocytes 
according to standard methods. 

Real-time PCR 

Theoretical basis. Reactions are characterized by the point 
during cycling when amplification of the PCR product is first 
detected, rather than by the amount of PCR product accumulated 
after a fixed number of cycles. The higher the starting copy number 
of the genomic DNA target, the earlier a significant increase in 
fluorescence is observed. The parameter C, (threshold cycle) is 
defined as the fractional cycle number at which the fluorescence 
generated by cleavage of the probe passes a fixed threshold above 
baseline. The target gene copy number in unknown samples is 
quantified by measuring C t and by using a standard curve to 
determine the starting copy number. The precise amount of 
genomic DNA (based on optical density) and its quality (i.e., lack 



of extensive degradation) are both difficult to assess. We therefore 
also quantified a control gene (alb) mapping to chromosome region 
4qll-ql3. in which no genetic alterations have been found in 
breast-tumor DNA by means of CGH (Kallioniemi et ai, 1 994). 

Thus, the ratio of the copy number of the target gene to the copy 
number of the alb gene normalizes the amount and quality of 
genomic DNA. The ratio defining the level of amplification is 
termed "N'\ and is determined as follows: 

copy number of target gene (app, myc. ccndl, erb&2) 

N = = . 

copy number of reference gene (alb) 

Primers, probes, reference human genomic DNA and PCR 
consumables. Primers and probes were chosen with the assistance 
of the computer programs Oligo 4.0 (National Biosciences, Ply- 
mouth, MN), EuGene (Daniben Systems, Cincinnati, OH) and Primer 
Express (Perkin-Elmer Applied Biosystems, Foster City, CA). 

Primers were purchased from DN Agency (Malvern, PA) and 
probes from Perkin-Elmer Applied Biosystems. 

Nucleotide sequences for the oligonucleotide hybridization 
probes and primers are available on request. 

The TaqMan PCR Core reagent kit, Micro Amp optical tubes, 
and MicroAmp caps were from Perkin-Elmer Applied Biosystems. 

Standard-curve construction. The kinetic method requires a 
standard curve. The latter was constructed with serial dilutions of 
specific PCR products, according to Piatak et ai (1993). In 
practice, each specific PCR product was obtained by amplifying 20 
rig of a standard human genomic DNA (Boehringer, Mannheim, 
Germany) with the same primer pairs as those used later for 
real-time quantitative PCR. The 5 PCR products were purified 
using MicroSpin S-400 HR columns (Pharmacia, Uppsala, Swe- 
den) electrophorezed through an acrylamide gel and stained with 
ethidium bromide to check their quality. The PCR products were 
then quantified spectrophotometrically and pooled, and serially 
diluted 10- fold in mouse genomic DNA (Clontech, Palo Alto, CA) 
at a constant concentration of 2 ng/ul The standard curve used for 
real -time quantitative PCR was based on serial dilutions of the pool 
of PCR products ranging from 10" 7 (10 5 copies of each gene) to 
10" 10 (10 2 copies). This series of diluted PCR products was 
aliquoted and stored at — 80°C until use. 

The standard curve was validated by analyzing 2 known 
quantities of calibrator human genomic DNA (20 ng and 50 hg). 

PCR amplification. Amplification mixes (50 ul) contained the 
sample DNA (around 20 ng, around 6600 copies of disomic genes), 
10X TaqMan buffer (5 ul), 200 uM dATP, dCTP, dGTP, and 400 
uM dUTP, 5 mM MgCl 2 , 1.25 units of AmpliTaq Gold, 0.5 units of 
AmpErase uracil N-glycosylase (UNG), 200 nM each primer and 
100 nM probe. The thermal cycling conditions comprised 2 min at 
50°C and 10 min at 95°C. Thermal cycling consisted of 40 cycles at 
95°C for 15 s and 65°C for 1 min. Each assay included: a standard 
curve (from I0 5 to 10 2 copies) in duplicate, a no-template control, 
20 ng and 50 ng of calibrator human genomic DNA (Boehringer) in 
triplicate, and about 20 ng of unknown genomic DNA in triplicate 
(26 samples can thus be analyzed on a 96-well microplate). All 
samples with a coefficient of variation (CV) higher than 10% were 
re tested. 

All reactions were performed in the ABI Prism 7700 Sequence 
Detection System (Perkin-Elmer Applied Biosystems), which 
detects the signal from the fluorogenic probe during PCR. 

Equipment for real-time detection. The 7700 system has a 
built-in thermal cycler and a laser directed via fiber optical cables 
to each of the 96 sample wells. A charge-coupled-device (CDD) 
camera collects the emission from each sample and the data are 
analyzed automatically. The software accompanying the 7700 
system calculates C, and determines the starting copy number in the 
samples. 
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Determination of gene amplification. Gene amplification was 
calculated as described above. Only samples with an N value 
higher than 2 were considered to be amplified. 

RESULTS 

To validate the method, real-time PCR was performed on 
genomic DN A extracted from 1 08 primary breast tumors, and 1 8 
normal leukocyte DNA samples from some of the same patients. 
The target genes were the myc, ccndl. and erbB2 proto-oncogenes, 
and the p-amyloid precursor protein gene (app), which maps to a 
chromosome region (21q21.2) in which no genetic alterations have 
been found in breast tumors (Kallioniemi et aL, 1994). The 
reference disomic gene was the albumin gene {alb, chromosome 
4qll-qI3). 



Validation of the standard curve and dynamic range 
of real-time PCR 

The standard curve was constructed from PCR products serially 
diluted in genomic mouse DNA at a constant concentration of 
2 ng/ul. It should be noted that the 5 primer pairs chosen to analyze 
the 5 target genes do not amplify genomic mouse DNA (data not 
shown). Figure 1 shows the real-time PCR standard curve for the 
alb gene. The dynamic range was wide (at least 4 orders of 
magnitude), with samples containing as few as 10- copies or as 
many as 10 5 copies. 

Copy-number ratio of the 2 reference genes (app and z\b) 

The app to alb copy-number ratio was determined in 1 8 normal 
leukocyte DNA samples and all 108 primary breast-tumor DNA 
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Figure 1 - Albumin (alb) gene dosage by real-time PCR. Top: Amplification plots for reactions with starting alb gene copy number ranging 
from 10 5 (A9), 10 4 (A7), 10 3 (A4) to 10 2 (A2) and a no-template control (Al). Cycle number is plotted vs. change in normalized reporter signal 
(ARn). For each reaction tube, the fluorescence signal of the reporter dye (FAM) is divided by the fluorescence signal of the passive reference dye 
(ROX), to obtain a ratio defined as the normalized reporter signal (Rn). ARn represents the normalized reporter signal (Rn) minus the baseline 
signal established in the first 15 PCR cycles. ARn increases during PCR as alb PCR product copy number increases until the reaction reaches a 
plateau. C, (threshold cycle) represents the fractional cycle number at which a significant increase in Rn above a baseline signal (horizontal black 
line) can first be detected. Two replicate plots were performed for each standard sample, but the data for only one are shown here. Bottom: 
Standard curve plotting log starting copy number vs. Q (threshold cycle). The black dots represent the data for standard samples plotted in 
duplicate and the red dots the data for unknown genomic DNA samples plotted in triplicate. The standard curve shows 4 orders of linear dynamic 
range. 
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samples. We selected these 2 genes because they are located in 2 
chromosome regions {app. 21q21.2; alb, 4qll-ql3) in which no 
obvious genetic changes (including gains or losses) have been 
observed in breast cancers (Kallioniemi et ai, 1994). The ratio for 
the 18 normal leukocyte DNA samples fell between 0.7 and 1.3 
(mean 1.02 ± 0.21), and was similar for the 108 primary breast- 
tumor DNA samples (0.6 to 1.6, mean 1.06 ± 0.25), confirming 
that alb and app are appropriate reference disomic genes for 
breast-tumor DNA. The low range of the ratios also confirmed that 
the nucleotide sequences chosen for the primers and probes were 
not polymorphic, as mismatches of their primers or probes with the 
subject's DNA would have resulted in differential amplification. 

myc, ccnd 1 and erb£2 gene dose in normal leukocyte DNA 

To determine the cut-off point for gene amplification in breast- 
cancer tissue, 18 normal leukocyte DNA samples were tested for 
the gene dose (N), calculated as described in "Material and 
Methods". The N value of these samples ranged from 0.5 to 1.3 
(mean 0.84 ± 0.22) for myc, 0.7 to 1.6 (mean 1.06 ± 0.23) for 
ccndl and 0.6 to 1 .3 (meanO.9 1 ±6.19) for erbB2. Since N values 
for myc, ccnd J and erbBl in normal leukocyte DNA consistently 
fell between 0.5 and 1 .6, values of 2 or more were considered to 
represent gene amplification in tumor DNA. 

myc, ccndl and erbB2 gene dose in breast-tumor DNA 

myc, ccndl and erbBl gene copy numbers in the 1 08 primary 
breast tumors are reported in Table I. Extra copies of ccndl were 
more frequent (23%, 25/108) than extra copies of erbBl (15%, 
16/108) and myc (10%, 11/108), and ranged from 2 to 18.6 for 
ccndl, 2 to 15.1 for erbBl, and only 2 to 4.6 for the myc gene. 
Figure 2 and Table II represent tumors in which the ccndl gene was 
amplified 16-fold (T145), 6-fold (T133) and non-amplified (Til 8). 
The 3 genes were never found to be co-amplified in the same tumor. 
erbBl and ccndl were co-amplified in only 3 cases, myc and ccndl 
in 2 cases and myc and erbBl in I case. This favors the hypothesis 
that gene amplifications are independent events in breast cancer. 
Interestingly, 5 tumors showed a decrease of at least 50% in the 
erbBl copy number (N < 0.5), suggesting that they bore deletions 
of the 17q21 region (the site of erbBl). No such decrease in copy 
number was observed with the other 2 proto-oncogenes. 

.Comparison of gene dose determined by real-time quantitative 
PCR and Southern-blot analysis 

Southern-blot analysis of myc, ccndl and erbBl amplifications 
had previously been done on the same 1 08 primary breast tumors. A 
perfect correlation between the results of real-time PCR and 
Southern blot was obtained for tumors with high copy numbers 
(N > 5). However, there were cases (I myc, 6 ccndl and 4 erbBl) 
in which real-time PCR showed gene amplification whereas 
Southern-blot did not, but these were mainly cases with low extra 
copy numbers (N from 2 to 2.9). 

DISCUSSION 

The clinical applications of gene amplification assays are 
currently limited, but would certainly increase if a simple, standard- 
ized and rapid method were perfected. Gene amplification status 
has been studied mainly by means of Southern blotting, but this 
method is not sensitive enough to detect low-level gene amplifica- 
tion nor accurate enough to quantify the full range of amplification 
values. Southern blotting is also time-consuming, uses radioactive 



TABLE 1 - DISTRIBUTION OF AMPLIFICATION LEVEL (N) FOR myc. 
ccndl AND erb&2 GENES IN 108 HUMAN BREAST TUMORS 



Gene 




Amplification 


level (N) 




<0.5 


0.5-1.9 


2-4.9 


>5 


myc 

ccndl 

erbBl 


0 
0 

5 (4.6%) 


97 (89.8%) 
83 (76.9%) 
87 (80.6%) 


11 (10.2%) 

17(15.7%) 
8 (7.4%) 


0 

8 (7.4%) 
8 (7.4%) 



reagents and requires relatively large amounts of high-quality 
genomic DNA, which means ii cannot be used routinely in many 
laboratories. An amplification step is therefore required to deter- 
mine the copy number of a given target gene from minimal 
quantities of tumor DNA (small early-stage tumors, cytopuncture 
specimens or formalin-fixed, paraffin-embedded tissues). 

In this study, we validated a PCR method developed for the 
quantification of gene over-representation in rumors. The method, 
based on real-time analysis of PCR amplification, has several 
advantages over other PCR-based quantitative assays such as 
competitive quantitative PCR (Celi ei ai, 1 994). First, the real-time 
PCR method is performed in a closed-tube system, avoiding the 
risk of contamination by amplified products. Re-amplification of 
carryover PCR products in subsequent experiments can also be 
prevented by using the enzyme uracil N-glycosylase (UNG) 
(Longo et ai, 1990). The second advantage is the simplicity and 
rapidity of sample analysis, since no post-PCR manipulations are 
required. Our results show that the automated method is reliable. 
We found it possible to determine, in triplicate, the number of 
copies of a target gene in more than 100 tumors per day. Third, the 
system has a linear dynamic range of at least 4 orders of magnitude, 
meaning that samples do not have to contain equal starting amounts 
of DNA. This technique should therefore be suitable for analyzing 
formalin-fixed, paraffin-embedded tissues. Fourth, and above all, 
real-time PCR makes DNA quantification much more precise and 
reproducible, since it is based on Q values rather than end-point 
measurement of the amount of accumulated PCR product. Indeed, 
the ABI Prism 7700 Sequence Detection System enables C t to be 
calculated when PCR amplification is still in the exponential phase 
and when none of the reaction components is rate-limiting. The 
within-run CV of the C, value for calibrator human DNA (5 
replicates) was always below 5%, and the between-assay precision 
in 5 different runs was always below 10% (data not shown). In 
addition, the use of a standard curve is not absolutely necessary, 
since the copy number can be determined simply by comparing the 
C t ratio of the target gene with that of reference genes. The results 
obtained by the 2 methods (with and without a standard curve) are 
similar in our experiments (data not shown). Moreover, unlike 
competitive quantitative PCR, real-time PCR does not require an 
internal control (the design and storage of internal controls and the 
validation of their amplification efficiency is laborious). 

The only potential disavantage of real-time PCR, like all other 
PCR-based methods and solid-matrix blotting techniques (South- 
ern blots and dot blots) is that is cannot avoid dilution artifacts 
inherent in the extraction of DNA from tumor cells contained in 
heterogeneous tissue specimens. Only FISH and immunohistochem- 
istry can measure alterations on a cell-by-cell basis (Pauletti et ai, 
1996; Slamon et ai. 1989). However, FISH requires expensive 
equipment and trained personnel and is also time-consuming. 
Moreover, FISH does not assess gene expression and therefore 
cannot detect cases in which the gene product is over-expressed in 
the absence of gene amplification, which will be possible in the 
future by real-time quantitative RT-PCR. Immunohistochemistry is 
subject to considerable variations in the hands of different teams, 
owing to alterations of target proteins during the procedure, the 
different primary antibodies and fixation methods used and the 
criteria used to define positive staining. 

The results of this study are in agreement with those reported in 
the literature, (i) Chromosome regions 4qll-ql3 and 21q2L2 
(which bear alb and app, respectively) showed no genetic alter- 
ations in the breast-cancer samples studied here, in keeping with 
the results of CGH (Kallioniemi et al, 1994). (/'/) We found that 
amplifications of these 3 oncogenes were independent events, as 
reported by other teams (Berns et al., 1992; Borg et al., 1992). (Hi) 
The frequency and degree of myc amplification in our breast tumor 
DNA series were lower than those of ccndl and erbBl amplifica- 
tion, confirming the findings of Borg et al. ( 1 992) and Courjal et al. 
(1997). (iv) The maxima of ccndl and erbBl over-representation 
were 1 8- fold and 1 5- fold, also in keeping with earlier results (about 
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GENE AMPLIFICATION BY REAL-TIME PCR 
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Figure 2 - ccndl and alb gene dosage by real-time PCR in 3 breast tumor samples: Tl 18 (El 2, C6, black squares), Tl 33 (G 1 L B4, red squares) 
and Tl 45 (A8, C8, blue squares). Given the C, of each sample, the initial copy number is inferred from the standard curve obtained during the same 
experiment. Triplicate plots were performed for each tumor sample, but the data for only one are shown here. The results are shown in Table II. 



30-fold maximum) (Bems etai, 1992; Borg et ai, 1992; Courjal et 
ai, 1997). (v) The erbB2 copy numbers obtained with real-time 
PCR were in good agreement with data obtained with other 
quantitative PCR-based assays in terms of the frequency and 
degree of amplification (An et ai, 1995; Deng et ai t 1996; Valeron 



et ai, 1996). Our results also correlate well with those recently 
published by Gelmini et ai (1997), who used the TaqMan system to 
measure erbhl amplification in a small series of breast tumors 
(n = 25), but with an instrument (LS-50B luminescence spectrom- 
eter, Perkin-Elmer Applied Biosystems) which only allows end- 
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TABLE II - EXAMPLES OF ccndl GENE DOSAGE RESULTS 
FROM 3 BREAST TUMORS' 
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1 For each sample, 3 replicate experiments were performed and the mean 
and the standard deviation (SD) was determined. The level of ccndl gene 
amplification (Hccndlialb) is determined by dividing the average ccndl 
copy number value by the average alb copy number value. 



point measurement of fluorescence intensity. Here we report myc 
and ccndl gene dosage in breast cancer by means of quantitative 
PCR. (vi) We found a high degree of concordance between 
real-time quantitative PCR and Southern blot analysis in terms of 
gene amplification, especially for samples with high copy numbers 
(>:5-fold). The slightly higher frequency of gene amplification 
(especially ccndl and erbB2) observed by means of real-time 
quantitative PCR as compared with Southern-blot analysis may be 
explained by the higher sensitivity of the former method. However, 
we cannot rule out the possibility that some tumors with a few extra 



gene copies observed in real-time PCR had additional copies of an 
arm or a whole chromosome (trisomy, tetrasomy or polysomy) 
rather than true gene amplification. These 2 types of genetic 
alteration (polysomy and gene amplification) could be easily 
distinguished in the future by using an additional probe located on 
the same chromosome arm, but some distance from the target gene. 
It is noteworthy that high gene copy numbers have the greatest 
prognostic significance in breast carcinoma (Borg et ai, 1992; 
Slamon e/ a/., 1987). 

Finally, this technique can be applied to the detection of gene 
deletion as well as gene amplification. Indeed, we found a 
decreased copy number of erbBl (but not of the other 2 proto- 
oncogenes) in several tumors; erbBl is located in a chromosome 
region (17q21) reported to contain both deletions and amplifica- 
tions in breast cancer (Bieche and Lidereau, 1995). 

In conclusion, gene amplification in various cancers can be used 
as a marker of pre-neoplasia, also for early diagnosis of cancer, 
staging, prognostication and choice of treatment. Southern blotting 
is not sufficiently sensitive, and FISH is lengthy and complex. 
Real-time quantitative PCR overcomes both these limitations, and 
is a sensitive and accurate method of analyzing large numbers of 
samples in a short time. It should find a place in routine clinical 
gene dosage. 
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Genome-wide Study of Gene Copy Numbers, 
Transcripts, and Protein Levels in Pairs of 
Non-invasive and Invasive Human Transitional 
Cell Carcinomas* 

Torben F. 0rntoft*§, Thomas ThykjaerU, Frederic M. Waldman||, Hans Wolf**, 
and Julio E. Celistt 



Gain and loss of chromosomal material is characteristic 
of bladder cancer, as well as malignant transformation in 
general. The consequences of these changes at both the 
transcription and translation levels Is at present unknown 
partly because of technical limitations. Here we have at- 
tempted to address this question in pairs of non-invasive 
and invasive human bladder tumors using a combination 
of technology that included comparative genomic hybrid- 
ization, high density oligonucleotide array-based monitor- 
ing of transcript levels (5600 genes), and high resolution 



phenomenon at both the transcription and translation levels. 
High throughput array studies of the breast cancer cell line 
BT474 has suggested that there is a correlation between 
DNA copy numbers and gene expression in highly amplified 
areas (2), and studies of individual genes In solid tumors 
have revealed a good correlation between gene dose and 
mRNA or protein levels in the case of c-erb-B2 ( cyc//n d1 t 
ems1 t and N-myc (3-5). However, a high cyclin D1 protein 
expression has been observed without simultaneous am- 



two-dimensional gel etectrophoresis/The results showed^* 1 

ai k *i. ~ i_ M fineaAA afford that in <enme cases C 



►lification (4), and a low level of c-myc copy number in- 



that there Is a gene dosage effect that in some cases 
superimposes on other regulatory mechanisms. This ef- 
fect depended (p < 0.015) on the magnitude of the com- 
parative genomic hybridization change. In general {18 of 
23 cases), chromosomal areas with more than 2-fold gain 
of DNA showed a corresponding increase in mRNA tran- 
scripts. Areas with loss of DNA, on the other hand, 
showed either reduced or unaltered transcript levels^) Be- 
cause most proteins resolved by two-dimensional gels 
are unknown it was only possible to compare mRNA and 
protein alterations inrelatively few cases of well focused 
abundant proteins. With few exceptions we found a good 
correlation (p < 0.005) between transcript alterations and 
protein levels. The implications, as well as limitations, 
of the approach are discussed. Molecular & Cellular 
Proteomics 1:37-45, 2002. 



Aneuploidy is a common feature of most human cancers 
(1), but little is known about the genome- wide effect of this 
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crease was observed without concomitant c-myc protein 
overexpression (6). 

In human bladder tumors, karyotyping, fluorescent In situ 
hybridization, and comparative genomic hybridization (CGH) 1 
have revealed chromosomal aberrations that seem to be 
characteristic of certain stages of disease progression. In the 
case of non-invasive pTa transitional ceil carcinomas (TCCs), 
this includes loss of chromosome 9 or parts of it, as well as 
loss of Y in males. In minimally invasive pT1 TCCs. the fol- 
lowing alterations have been reported: 2q-,11p-, 1q+. 
11q13+, 17q+, and 20q+ (7-12). It has been suggested that 
these regions harbor tumor suppressor genes and onco- 
genes; however, the large chromosomal areas involved often 
contain many genes, making meaningful predictions of the 
functional consequences of losses and gains very difficult. 

In this Investigation we have combined genome-wide tech- 
nology for detecting genomic gains and losses (CGH) with 
gene expression profiling techniques (microarrays and pro- 
teomics) to determine the effect of gene copy number on 
transcript and protein levels in pairs of non-invasive and in- 
vasive human bladder TCCs. 

EXPERIMENTAL PROCEDURES 

Material- Bladder tumor biopsies were sampled after informed 
consent was obtained and after removal of tissue for routine pathol- 
ogy examination. By light microscopy tumors 335 and 532 were 
staged by an experienced pathologist as pTa (superficial papillary), 



1 The abbreviations used are: CGH, comparative genomic hybrid- 
ization; TCC, transitional cell carcinoma; LOH. loss of heterozygosity; 
PA-FAB P, psoriasis-associated fatty acid-binding protein; 2D, 
two-dimensional. 
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grade t and Irrespectively, tumors 733 and 827 were staged as pT1 
(invasive into submucosal, 733 was staged as solid, and 827 was 
staged as papillary, both grade III. 

mRNA Preparation -Tissue biopsies, obtained fresh from surgery, 
were embedded immediately in a sodium-guanidinium thiocyanate 
solution and stored at -80 °C. Total RNA was isolated using the 
RNAzol B RNA isolation method (WAK-Chemie Medical GMBH). 
poly(A)* RNA was isolated by an ofigo(dT) selection step (Oligotex 
mRNA kit; Qiagen). 

cRNA Preparation -\ of mRNA was used as starting material. 
The first and second strand cDNA synthesis was performed using the 
Superscript® choice system (Invitrogen) according to the manufac- 
turer's instructions but using an oligo(dT) primer containing a T7 RNA 
polymerase binding site. Labeled cRNA was prepared using the M£- 
GAscrip® in vitro transcription kit (Ambion). Biotin-labeled CTP and 



UTP (Enzo) was used, together with unlabeled NTPs in the reaction. 
Following the in vitro transcription reaction, the unincorporated nu- 
cleotides were removed using RNeasy columns (Qiagen). 

Array Hybridization and Scanning—Amy hybridization and scan- 
ning was modified from a previous method (13). 10 ^ of cRNA was 
fragmented at 94 W C for 35 min in buffer containing 40 mw Tris 
acetate, pH 8.1 . 100 mM KOAc, 30 mM MgOAc. Prior to hybridization, 
the fragmented cRNA in a 6x SSPE-T hybridization buffer (1 m NaCl, 
10 mM Tris, pH 7.6, 0.005% Triton), was heated to 95 °C for 5 min, 
subsequently cooled to 40 °C t and loaded onto the Affymetrix probe 
array cartridge. The probe array was then incubated for 16 h at 40 °C 
at constant rotation (60 rpm). The probe array was exposed to 10 
washes in 6x SSPE-T at 25 °C followed by 4 washes in 0.5X SSPE-T 
at 50 °C. The biotinylated cRNA was stained with a streptavidin- 
phycoerythrin conjugate, 10 ^g/ml (Molecular Probes) in 6x SSPE-T 
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Fig. 1— continued 



for 30 min at 25 °C followed by 10 washes in 6x SSPE-T at 25 °C.The 
probe arrays were scanned at 560 hm using a confocal laser scanning 
microscope (made for Affymetrix by Hewlett-Packard). The readings 
from the quantitative scanning were analyzed by Affymetrix gene 
expression analysis software. 

Micmsatellite Analysis— Microsatellite Analysis was performed as 
described previously (14). Microsatellites were selected by use of 
www.ncbl.nlm.nih.gov/genemap98, and primer sequences were ob- 
tained from the genome data base at www.gdb.org. DNA was extracted 
from tumor and blood and ampBfied by PCR in a volume of 20 ^ for 35 
cycles. The ampiicons were denatured and electrophoresed for 3 h in an 
ABI Prism 377. Data were collected in the Gene Scan program for 
fragment analysis, toss of heterozygosity was defined as less than 33% 
of one allele detected in tumor ampiicons compared with blood. 

Proteomic Analysis -TCCs were minced into small pieces and 
homogenized in a small glass homogenizer in 0.5 ml of lysis solution. 
Samples were stored at -20 °C until use. The procedure for 2D gel 
electrophoresis has been described in detail elsewhere (15, 16). Gels 
were stained with silver nitrate and/or Coomassie Brilliant Blue. Pro- 
teins were Identified by a combination of procedures that included 
microsequencing, mass spectrometry, two-dimensional gel Western 
immunoblotting, and comparison with the master two-dimensional gel 
image of human keratinocyte proteins; see bfobase.dk/cgi-bin/celis. 

CGH- Hybridization of differentially labeled tumor and normal DNA 
to normal metaphase chromosomes was performed as described 
previously (10). Fluorescein-iabeled tumor DNA (200 ng), Texas Red- 



labeled reference DNA (200 ng), and human Cot-1 DNA {20 *tg) were 
denatured at 37 °C for 5 min and applied to denatured normal met- 
aphase slides. Hybridization was at 37 °C lor 2 days. After washing, 
the slides were counterstal ned with 0.15 ng/ml 4 t 6-diamidino-2-phe- 
nylindole in an anti-fade solution, A second hybridization was per- 
formed for all tumor samples using fluorescein-iabeled reference DNA 
and Texas Red-labeled tumor DNA (inverse labeling) to confirm the 
aberrations detected during the initial hybridization. Each CGH ex- 
periment also included a normal control hybridization using fluores- 
cein- and Texas Red-labeled normal DNA. Digital image analysis was 
used to identify chromosomal regions with abnormal fluorescence 
ratios, indicating regions of DNA gains and losses. The average 
greenrred fluorescence intensity ratio profiles were calculated using 
four images of each chromosome (eight chromosomes total) with 
normalization of the greenrred fluorescence intensity ratio for the 
entire metaphase and background correction. Chromosome identifi- 
cation was performed based on 4,6-dlamidlfK>-2-phenylindole band- 
ing patterns. Only images showing uniform high Intensity fluores- 
cence with minimal background staining were analyzed. All 
centromeres, p arms of acrocentric chromosomes, and heterochro- 
matic regions were excluded from the analysis. 

RESULTS 

Comparative Genomic Hybridization— The CGH analysis 
identified a number of chromosomal gains and losses in the 
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Table I 

Correlation between alterations detected by CGH and by expression monitoring 
Top, CGH used as independent variable fif CGH alteration - what expression ratio was found); bottom, altered expression used as 
independent variabl e (if expression alteration - what CGH deviation was found). 
Tumor 733 vs. 335 



Tumor 827 vs. 532 



CGH alterations 



Expression change clusters 



Concordance CGH alterations Expression change 



Concordance 



13 Gain 



10 Loss 



10 Up-regulation 

0 Down-regulation 

3 No change 

1 Up-regulation 

5 Down-regulation 

4 No change 



77% 



50% 



10 Gain 8 Up-regulation 

0 Down-regulation 
2 No change 

12 Loss 3 Up-regulation 

2 Down regulation 
7 No change 



80% 



17% 



Expression change clusters Concordance Expression change clusters 



Tumor 827 vs. 532 
CGH alterations 



Concordance 



16 Up-regulation 



21 Down-regulation 



15 No change 



11 Gain 

2 Loss 

3 No change 
1 Gain 

8 Loss 

12 No change 
3 Gain 

3 Loss 

9 No change 



69% 



38% 



60% 



17 Up-regulation 
9 Down-regulation 



21 No change 



10 Gain 

5 Loss 

2 No change 

0 Gain 

3 Loss 

6 No change 

1 Gain 
3 Loss 

17 No change 



59% 



33% 



81% 



two invasive tumors (stage pT1, TCCs 733 and 827), whereas 
the two non-invasive papillomas (stage pTa, TCCs 335 and 
532) showed only 9p^-, 9q22-q33-, and X-, and 7+ t 9q-, 
and Y-, respectively. Both Invasive tumors showed changes 
(1q22-24+, 2q14.1-qter-, 3q12-q13.3-, 6q12-q22-, 
9q34+, 11q12-q13+, 17+, and 20q11.2-q12+) that are typ- 
ical for their disease stage, as well as additional alterations, 
some of which are shown in Fig. 1. Areas with gains and 
losses deviated from the normal copy number to some extent, 
and the average numerical deviation from normal was 0.4-fold 
in the case of TCC 733 and 0.3-foid for TCC 827. The largest 
changes, amounting to at least a doubling of chromosomal 
content, were observed at 1q23 in TCC 733 (Fig. ^A) and 
20q12inTCC827(Fig. 1S). 

mRNA Expression in Relation to DNA Copy Number-The 
mRNA levels from the two invasive tumors fTCCs 827 and 
733) were compared with the two non-Invasive counterparts 
(TCCs 532 and 335). This was done in two separate experi- 
ments in which we compared TCCs 733 to 335 and 827 to 
532, respectively, using two different scaling settings for the 
arrays to rule out scaling as a confounding parameter. Ap- 
proximately 1,800 genes that yielded a signal on the arrays 
were searched in the Unigene and Genemap data bases for 
chromosomal location, and those with a known location 
(1096) were plotted as bars covering their purported locus. In 
that way it was possible to construct a graphic presentation of 
DNA copy number and relative mRNA levels along the Indi- 
vidual chromosomes (Fig. 1). 

For each mRNA a ratio was calculated between the level in 
the invasive versus the non-invasive counterpart. Bars, which 
represent chromosomal location of a gene, were color-coded 
according to the expression ratio, and only differences larger 



than 2-fold were regarded as informative (Fig, 1). The density 
of genes along the chromosomes varied, and areas contain- 
ing only one gene were excluded from the calculations. The 
resolution of the QGH method is very low, and some of the 
outlier data may be because of the fact that the boundaries of 
the chromosomal aberrations are not known at high resolution. 

Two sets of calculations were made from the data. For the 
first set we used CGH alterations as the independent variable 
and estimated the frequency of expression alterations in these 
chromosomal areas. In general, areas with a strong gain of 
chromosomal material contained a cluster of genes having 
increased mRNA expression. For example, both chromo- 
somes 1q21-q25, 2p and 9q, showed a relative gain of more 
than 100% in DNA copy number that was accompanied by 
increased mRNA expression levels in the two tumor pairs (Fig. 
1). In most cases, chromosomal gains detected by CGH were 
accompanied by an increased level of transcripts in both 
TCCs 733 (77%) and 827 (80%) (Table I, fop). Chromosomal 
losses, on the other hand, were not accompanied by de- 
creased expression in several cases, and were often regis- 
tered as having unaltered RNA levels (Table I, fop). The inabil- 
ity to detect RNA expression changes in these cases was not 
because of fewer genes mapping to the lost regions (data not 
shown). 

In the second set of calculations we selected expression 
alterations above 2-fold as the independent variable and es- 
timated the frequency of CGH alterations in these areas. As 
above, we found that increased transcript expression corre- 
lated with gain of chromosomaJ material (TCC 733, 69% and 
TCC 827, 59%), whereas reduced expression was often de- 
tected in areas with unaltered CGH ratios (Table I, bottom). 
Furthermore, as a control we looked at areas with no alter- 
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Expression changes 
detected 



Expression changes 
not detected 



Expression changes 
detected 



Expression changes 
not detected 



Tumor 733 versus 335 



Tumor 827 versus 532 

FiG 2 Correlation between maximum CGH aberration and the ability to detect expression change by oligonucleotide array 
monitoring. The aberration is shown as a numerical -fold change In ratio between invasive tumors 827 {A) and 733 (♦) and their non-invasive 
counterparts 532 and 335. The expression change was taken from the Expression line to the right in Fig. 1, which depicts the resulting 
expression change for a given chromosomal region. At least half of the mRNAs from a given region have to be either up- or down-regulated 
tobe scored as an expression change. Ail chromosomal arms in which the CGH ratio plus or minus one standard deviation was outside the 
ratio value of one were included. 



ation in expression. No alteration was detected by CGH in 
most of these areas (TCC 733, 60% and TCC 827, 81 %; see 
Table I, bottom). Because the ability to observe reduced or 
increased mRNA expression clustering to a certain chromo- 
somal area clearly reflected the extent of copy number 
changes, we plotted the maximum CGH aberrations in the 
regions showing CGH changes against the ability to detect a 
change in mRNA expression as monitored by the oligonucleo- 
tide arrays {Fig. 2)k£c-r both tumors TCC 733 (p < 0.015) and 
TCC 827 (p < 0.00003) a highly significant correlation was 
observed between the level of CGH ratio change (reflecting 
the DNA copy number) and alterations detected by the array 
based technology (Fig. 2| Similar data were obtained when 
areas with altered expression were used as independent vari- 
ables. These areas correlated best with CGH when the CGH 
ratio deviated 1 .6- to 2.0-fold (Table I, bottom) but mostly did 
not at lower CGH deviations. These data probably reflect that 
toss of an allele may only lead to a 50% reduction in expres- 
sion level, which is at the cut-off point for detection of expres- 
sion alterations. Gain of chromosomal material can occur to a 
much larger extent. 

Microsateliite-based Detection of Minor Areas of Loss- 
es- in TCC 733, several chromosomal areas exhibiting DNA 
amplification were preceded or followed by areas with a nor- 
mal CGH but reduced mRNA expression (see Fig. 1,TCC 733 
chromosome 1q32, 2p21, and 7q21 and q32, 9q34, and 
1Gq22). To determine whether these results were because of 
undetected loss of chromosomal material in these regions or 



because of other non-structural mechanisms regulating tran- 
scription, we examined two mlcrosatellites positioned at chro- 
mosome 1q25-32 and two at chromosome 2p22. Loss of 
heterozygosity (LOH) was found at both 1q25 and at 2p22 
indicating that minor deleted areas were not detected with the 
resolution of CGH (Fig. 3). Additionally, chromosome 2p in 
TCC 733 showed a CGH pattern of gain/no change/gain of 
DNA that correlated with transcript increase/decrease/in- 
crease. Thus, for the areas showing increased expression 
there was a correlation with the DNA copy number alterations 
. (Fig. 1A). As indicated above, the mRNA decrease observed in 
the middle of the chromosomal gain was because of LOH, 
implying that one of the mechanisms for mRNA down-regu- 
lation may be regions that have undergone smaller losses of 
chromosomal material. However, this cannot be detected with 
the resolution of the CGH method. 

In both TCC 733 and TCC 827, the telomeric end of chro- 
mosome 11p showed a normal ratio in the CGH analysis; 
however, clusters of five and three genes, respectively, lost 
their expression. Two mlcrosatellites (D11S1760, D11S922) 
positioned close to MUC2, IGF2, and cathepsin D indicated 
LOH as the most likely mechanism behind the loss of expres- 
sion (data not shown). 

A reduced expression of mRNA observed in TCC 733 at 
chromosomes 3q24, 11p11, 12p12.2, 12q21.1 ( and 16q24 
and in TCC 827 at chromosome 11p15.5, 12p11, 15q11.2, 
and 18q1 2 was also examined for chromosomal losses using 
mlcrosatellites positioned as close as possible to the gene loci 
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FtG. 3. Microsatellite analysis of loss of heterozygosity. Tumor 
733 showing toss of heterozygosity at chromosome 1q25. detected 
(a) by D1S215 close to Hu class I histocompatibility antigen (gene 
number 38 In Rg. 1), (6) by D1S2735 close to cathepsin E (gene 
number 41 in Fig. 1), and (c) at chromosome 2p23 by D2S2251 dose 
to general 0-spectrin (gene number 1 1 on Bg. 1) and of {d) tumor 827 
showing loss of heterozygosity at chromosome 18q12 by S18S1118 
close to mitochondrial 3-oxoacyl-coenzyme A thtolase (gene number 
12 in Fig. 1). The upper curves show the electropherogram obtained 
from normal DMA from leukocytes (AO, and the tower curves show the 
electropherogram from tumor DNA (7). In all cases one allele is 
partially lost in the tumor amplicon. 

showing reduced mRNA transcripts. Only the microsatellite 
positioned at 18q12 showed LOH (Rg. 3), suggesting that 
transcriptional down-regulation of genes Jn the other regions 
may be controlled by other mechanisms. 

Relation between Changes in mRNA and Protein Levels— 
2D-PAGE analysis, in combination with Coomassie Brilliant 
Blue and/or silver staining, was earned out on ail four tumors 
using fresh biopsy material. 40 well resolved abundant known 
proteins migrating in areas away from the edges of the pH 
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Fks. 4. Correlation between protein levels as judged by 20- 
PAGE and transcript ratio- For comparison proteins were divided In 
three groups, unaltered in level or up- or down-regulated (horizontal 
axis). The mRNA ratio as determined by oligonucleotide arrays was 
plotted for each gene [vertical axis). ▲, mRNAs that were scored as 
present in both tumors used for the ratio calculation; A, mRNAs that 
were scored as absent in the invasive tumors (along horizontal axis) or 
as absent in non-Invasive reference (top of figure). Two different 
scalings were used to exclude scaling as a confound er, TCCs 827 
and 532 (AA) were scaled with background suppression, and TCCs 
733 and 335 (#0) were scaled without suppressioa Both compari- 
sons showed highly significant (p < 0.005) differences in mRNA ratios 
between the groups. Proteins shown were as follows: Group A (from 
left), phosphoglucomutase 1, glutathione transferase class m number 
4, fatty acid-binding protein homologue, cytokeratin 15, and cyto- 
keratin 1 3; B (from left), fatty acid-binding protein homologue, 28-kDa 
heat shock protein, cytokeratin 1 3, and calcyclin; C (from left), o-eno- 
lase, hnRNP B1, 28-kDa heat shock protein, 14-3-3-e, and 
pre-mRNA splicing factor O, mesothelial keratin K7 (type II); E (from 
top), glutathione S-transferase-«jr and mesothelial keratin K7 (type II); 
F(from top and left), adenylyl cyclase-associated protein, E-cadherln, 
keratin 19, calgizzarin, phosphoglycerate mutase, annexin IV, cy- 
toskeletal yactin, hnRNP A1, integral membrane protein calnexln 
(IP90), hnRNP H, brain-type clathrin light chain-a, hnRNP F, 70-kDa 
heat shock protein, heterogeneous nuclear ribonucleoprotein A/B, 
translationally controlled tumor protein, liver gryceraldehyde-3-phos- 
phate dehydrogenase, keratin 8, aldehyde reductase, and Na,K- 
ATPase 0-1 subunit; G, (from top and left). TCP20, calgizzarin, 70- 
kba heat shock proteia calnexin, hnRNP H, cytokeratin 15, ATP 
synthase, keratin 19, triosephosphate isomerase, hnRNP F, liver glyc- 
eraIdehyde-3-phosphatase dehydrogenase, glutathione S-transfer- 
ase-ir, and keratin 8; H (from left), plasma gelsolin, autoantigen cal- 
reticulin, thioredoxin, and NAD+-dependent 15 hydroxyprostaglandin 
dehydrogenase; / (from top), prolyl 4-hydroxylase 0-subunit, cyto- 
keratin 20, cytokeratin 17, prohibition, and fructose 1,6-biphos- 
phatase; J annexin II; K, annexin IV; L (from top and fe/r), 90-kDa heat 
shock protein, prolyl 4-hydroxylase 0- subunit, o-enolase. GRP 78, 
cyclophilin, and cofilin. 

gradient, and having a known chromosomal location, were 
selected for analysis In the TCC pair 827/532. Proteins were 
identified by a combination of methods (see "Experimental 
Procedures 1 *). In general there was a highly significant corre- 
lation <p < 0.005) between mRNA and protein alterations (Fig. 
4). Only one gene showed disagreement between transcript 
alteration and protein alteration. Except for a group of cyto- 
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Fig. 5. Comparison of protein and transcript levels In Invasive 
and non-invasive TCCs. The upper part of the figure shows a 2D gel 
(/eft) and the oligonucleotide array (r/g/)t) of TCC 532. The red rectan- 
gles on the upper gel highlight the areas that are compared below. 
Identical areas of 2D gels of TCCs 532 and 827 are shown below. 
Clearly, cytokeratins 13 and 15 are strongly down-regulated In TCC 
827 (red annotation). The tile on the array containing probes for 
cytokeratin 15 is enlarged below the array (red arrow) from TCC 532 
and is compared with TCC 827. The upper row of squares in each tile 
corresponds to perfect match probes; the lower row corresponds to 
mismatch probes containing a mutation (used for correction for un- 
specific binding). Absence of signal is depicted as black, and the 
higher the signal the lighter the color. A high transcript level was 
detected in TCC 532 (6151 units) whereas a much lower level was 
detected in TCC 827 (absence of signals). For cytokeratin 13. a high 
transcript level was also present in TCC 532 (15659 units), and a 
much lower level was present in TCC 827 (623 units). The 2D gels at 
the bottom of the figure (tefY) show levels of PA-FABP and adipocyte- 
FABP In TCCs 335 and 733 (invasive), respectively. Both proteins are 
down-regulated in the invasive tumor. To the right we show the array 
tiles for the PA-FABP transcript A medium transcript level was de- 
tected in the case of TCC 335 (1277 units) whereas very low levels 
were detected In TCC 733 (166 units). IEF, isoelectric focusing. 



keratins encoded by genes on chromosome 17 (Fig. 5) the 
analyzed proteins did not belong to a particular family. 26 well 
focused proteins whose genes had a know chromosomal 
location were detected in TCCs 733 and 335 t and of these 19 
correlated (p < 0.005) with the mRNA changes detected using 
the arrays (Fig. 4). For example. PA-FABP was highly ex- 
pressed in the non-Invasive TCC 335 but lost In the invasive 
counterpart (TCC 733; see Fig. 5). The smaller number of 
proteins detected In both 733 and 335 was because of the 
smaller size of the biopsies that were available. 

11 chromosomal regions where CGH showed aberrations 
that corresponded to the changes In transcript levels also 
showed corresponding changes in the protein level (Table II). 
These regions included genes that encode proteins that are 
found to be frequently altered In bladder cancer, namely 
cytokeratins 17 and 20, annexins II and IV, and the fatty 
acid-binding proteins PA-FABP and FBP1 , Four of these pro- 
teins were encoded by genes in chromosome 17q, a fre- 
quently amplified chromosomal area in Invasive bladder 
cancers. 

DISCUSSION 

Most human cancers have abnormal DNA content, having 
lost some chromosomal parts and gained others. The present 
study provides some evidence as to the effect of these gains 
and losses on gene expression in two pairs of non-invasive 
and invasive TCCs using high throughput expression arrays 
and proteomics, in combination with CGH. tn general, the 
results showed that there is a clear individual regulation of the 
mRNA expression of single genes, which in some cases was 
superimposed by a DNA copy number effect. In most cases, 
genes located in chromosomal areas with gains often exhib- 
ited increased mRNA expression, whereas areas showing 
losses showed either no change or a reduced mRNA expres- 
sion. The latter might be because of the fact that losses most 
often are restricted to loss of one allele, and the cut-off point 
for detection of expression alterations was a 2-fotd change, 
thus being at the border of detection. In several cases, how- 
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Table II 

Proteins whose expression level correlates with both mRNA and gene dose changes 



Chromosomal location Tumor TCC CGH alteration Transcript alteration* Protein alteration 



Annexin II 
Annexln IV 
Cytokeratin 17 
Cytokeratin 20 
(PA-)FABP 
FBP1 

Plasma getsolin 
Heal shock protein 28 
Prohibitin 
Prolyl-4-hydroxyi 
hnRNPBI 



1q21 
2p13 

17q12-q21 

17q21.1 

8q21.2 

9q22 

9q31 

15q12-q13 
17q21 
17q25 
7p15 



733 


Gain 


AbstoPres* 


Increase 


733 


Gain 


3.9-Fold up 


Increase 


827 


Gain 


3.8-Fold up 


Increase 


827 


Gain 


5.6-Fold up 


Increase 


827 


Loss 


10-Fold down 


Decrease 


827 


Gain 


2.3-Fold up 


Increase 


827 


Gain 


AbstoPres 


Increase 


827 


Loss 


2.5-Fold up 


Decrease 


827/733 


Gain 


3.7V2^-FoW up* 


Increase 


827/733 


Gain 


5.7-/1.6-FoWup 


Increase 


827 


Loss 


2.5-FoW down 


Decrease 



»S! , S£n3S5i l SS!Son t *iB attentions were found in both TCCs 827 and 733 these are shown as 827/733. 
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ever, an increase or decrease in DNA copy number was 
associated with de novo occurrence or complete loss of tran- 
script, respectively. Some of these transcripts could not be 
detected in the non-invasive tumor but were present at rela- 
tively high levels in areas with DNA amplifications in the inva- 
sive tumors (e.g. in TCC 733 transcript from cellular ligand of 
annexin II gene (chromosome 1q21) from absent to 2670 
arbitrary units; in TCC 827 transcript from small proline-rich 
protein 1 gene (chromosome 1q12-q21.1) from absent to 
1326 arbitrary units). It may be anticipated from these data 
that significant clustering of genes with an Increased expres- 
sion to a certain chromosomal area Indicates an increased 
likelihood of gain of chromosomal material in this area 

Considering the many possible regulatory mechanisms act- 
ing at the level of transcription, it seems striking that the gene 
dose effects were so clearly detectable in gained areas. One 
hypothetical explanation may lie In the loss of controlled 
( methylation in tumor cells (17-19). Thus, it may be possible 
' that in chromosomes with increased DNA copy numbers two 
or more alleles could be demethylated simultaneously leading 
to a higher transcription level, whereas in chromosomes with 
losses the remaining allele could be partly methylated, turning 
off the process (20, 21). A recent report has documented a 
ploidy regulation of gene expression in yeast, but In this case all 
the genes were present in the same ratio (22), a situation that is 
not analogous to that of cancer cells, which show marked 
chromosomal aberrations, as well as gene dosage effects. 

Several CGH studies of bladder cancer have shown that 
some chromosomal aberrations are common at certain 
stages of disease progression, often occurring in more than 1 
of 3 tumors. In pTa tumors, these include 9p-, 9q-, 1q+, Y- 
(2, 6), and in pTt tumors, 2q-,11p-, 1 1q-. 1q+. 5p+, 8q+. 
17q+, and 20q+ (2-4, 6, 7). The pTa tumors studied here 
showed similar aberrations such as 9p- and 9q22-q33- and 
9q-^ and Y-, respectively. Likewise, the two minimal invasive 
pT1 tumors showed aberrations that are commonly seen at 
that stage, and TCC 827 had a remarkable resemblance to the 
commonly seen pattern of losses and gains, such as 1q22-24 
amplification (seen in both tumors), 1 1q14-q22 loss, the latter 
often linked to 17 q+ (both tumors), and 1q+ and 9p-. often 
linked to 20q+ and 11 q13+ (both tumors) (7-9). These ob- 
servations indicate that the pairs of tumors used in this study 
exhibit chromosomal changes observed in many tumors, and 
therefore the findings could be of general importance for 
bladder cancer. 

Considering that the mapping resolution of CGH is of about 
20 megabases it is only possible to get a crude picture of 
chromosomal instability using this technique. Occasionally, 
we observed reduced transcript levels close to or inside re- 
gions with increased copy numbers. Analysis of these regions 
by positioning heterozygous microsatellites as close as pos- 
sible to the locus showing reduced gene expression revealed 
loss of heterozygosity in several cases. It seems likely that 
multiple and different events occur along each chromosomal 



arm and that the use of cDNA microarrays for analysis of DNA 
copy number changes will reach a resolution that can resolve 
these changes, as has recently been proposed (2). The outlier 
data were not more frequent at the boundaries of the CGH 
aberrations. At present we do not know the mechanism be- 
hind chromosomal aneuploldy and cannot predict whether 
chromosomal gains will be transcribed to a larger extent than 
the two native alleles. A mechanism as genetic Imprinting has 
an Impact on the expression level in normal cells and is often 
reduced in tumors. However, the relation between imprinting 
and gain of chromosomal material Is hot known. 

We regard it as a strength of this investigation that we were 
able to compare invasive tumors to benign tumors rather than 
to normal urothelium, as the tumors studied were biologically 
very close and probably may represent successive steps in 
the progression of bladder cancer. Despite the limited amount 
of fresh tissue available it was possible to apply three different 
state of the art methods. The observed correlation between 
DNA copy number and mRNA expression is remarkable when 
one considers that different pieces of the tumor biopsies were 
used for the different sets of experiments. This indicate that 
bladder tumors are relatively homogenous, a notion recently 
supported by CGH and LOH data that showed a remarkable 
similarity even between tumors and distant metastasis (10, 23). 

In the few cases analyzed, mRNA and protein levels 
showed a striking correspondence although in some cases 
we found discrepancies that may be attributed to translation^ 
regulation, post-translational processing, protein degrada- 
tion, or a combination of these. Some transcripts belong to 
undertranslated mRNA pools, which are associated with few 
translationalfy inactive ribosomes; these pools, however, 
seem to be rare (24). Protein degradation, for example, may 
be very Important in the case of polypeptides with a short 
half-life (e.g. signaling proteins). A poor correlation between 
mRNA and protein levels was found in liver cells as deter- 
mined by arrays and 2D-PAGE (25), and a moderate correla- 
tion was recently reported by Ideker et al. (26) in yeast, 
(jrrterestingly, our study revealed a much better correlation 
between gained chromosomal areas and increased mRNA 
levels than between loss of chromosomal areas and reduced 
mRNA levels. In general, the level of CGH change determined 
the ability to detect a change in transcript) One possible 
explanation could be that by losing one allele the change in 
mRNA level is not so dramatic as compared with gain of 
material, which can be rather unlimited and may lead to a 
severalfold increase in gene copy number resulting in a much 
higher impact on transcript level. The latter would be much 
easier to detect on the expression arrays as the cut-off point 
was placed at a 2-fold level so as not to be biased by noise on 
the array. Construction of arrays with a better signal to noise 
ratio may in the future allow detection of lesser than 2-fold 
alterations in transcript levels, a feature that may facilitate the 
analysis of the effect of loss of chromosomal areas on tran- 
script levels. 
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In eleven cases we found a significant correlation between 
DNA copy number, mRNA expression, and protein level. Four 
of these proteins were encoded by genes located at a fre- 
quently amplified area in chromosome 17q. Whether DNA 
copy number is one of the mechanisms behind alteration of 
these eleven proteins is at present unknown and will have to 
be proved by other methods using a larger number of sam- 
ples. One factor making such studies complicated is the large 
extent of protein modification that occurs after translation, 
requiring immunoidentificatiqn and/or mass spectrometry to 
correctly identify the proteins In the gels. 

In conclusion, the results presented in this study exemplify 
the large body of knowledge that may be possible to gather in 
the future by combining state of the art techniques that follow 
the pathway from DNA to protein (26). Here, we used a tradi- 
tional chromosomal CGH method, but in the future high reso- 
lution CGH based on microarrays with many thousand radiation 
hybrid-mapped genes will Increase the resolution and informa- 
tion derived from these types of experiments (2). Combined with 
expression arrays analyzing transcripts derived from genes with 
known locations, and 2D gel analysis to obtain information at 
the postradiational level, a clearer and more developed un- 
derstanding of the tumor genome will be forthcoming. 
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ABSTRACT 

Genetic changes underlie tumor progression and may lead to cancer- 
specific expression of critical genes. Over 1100 publications have de- 
scribed the use of comparative genomic hybridization (CGH) to analyze 
the pattern of copy number alterations in cancer, but very few of the genes 
affected are known. Here, we performed high-resolution CGH analysis on 
cDNA microarrays in breast cancer and directly compared copy number ^ 
and roRNA expression levels of 13,824 genes to quantiUte the impact of 
genomic changes on gene expression. We identified and mapped the 
boundaries of 24 independent amplicons, ranging in size from 0.2 to 12 
Mb. Throughout the genome, both high- and low-level copy number 
plunges had a substantial impact on gene expression, with 44% of the 
highly amplified genes showing overexpression and 10.5% of the highly 
overexpressed genes being amplified. Statistical analysis with random 
permutation tests identified 270 genes whose expression levels across 14 
samples were systematically attributable to gene amplification. These 
included most previously described amplified genes in breast cancer and 
many novel targets for genomic alterations, including the HOXB7 gene, 
the presence of which in a novel amplicon at I7q213 was validated in 
10.2% of primary breast cancers and associated with poor patient prog- 
nosis. In conclusion, CGH on cDNA microarrays revealed hundreds of 
novel genes whose overexpression is attributable to gene amplification. 
These genes may provide insights to the clonal evolution and progression 
of breast cancer and highlight promising therapeutic targets. 

INTRODUCTION 

Gene expression patterns revealed by cDNA microarrays have 
facilitated classification of cancers into biologically distinct catego- 
ries, some of which may explain the clinical behavior of the tumors 
(1-6). Despite this progress in diagnostic classification, the molecular 
mechanisms underlying gene expression patterns in cancer have re- 
mained elusive, and the utility of gene expression profiling m the 
identification of specific therapeutic targets remains limited 

Accumulation of genetic defects is thought to underlie the clonal 
evolution of cancer. Identification of the genes that mediate the effects 
of genetic changes may be important by highlighting transcripts that 
are actively involved in tumor progression. Such transcripts and their 
encoded proteins would be ideal targets for anticancer therapies, as 
demonstrated by the clinical success of new therapies against ampli- 
fied oncogenes, such as EKBB2 and EGFR (7, 8), in breast cancer and 
other solid tumors. Besides amplifications of known oncogenes, over 
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Copy number ratio 




Expression ratio 

Fig I Impact of gene copy number on global gene expression levels. A. percentage of 
over- and undepressed genes (X axis) according to copy nutnber ratios 
Threshold values used for over- and undcrexpresaion were >2.184 (global upper 7% of 
the cDNA ratios) and <0-4826 (global lower 7% of the expression ratios). B. percentage 
of amplified and deleted genes according to expression ratios. Threshold values for 
amplification and deletion were > 1. 5 and <GV7. 



20 recurrent regions of DNA amplification have been mapped in 
breast cancer by CGH 5 (9, 10). However, these amplicons are often 
large and poorly defined, and their impact on gene expression remains 
unknown. 

We hypothesized that genome-wide identification of those gene 
expression changes that are attributable to underlying gene copy 
number alterations would highlight transcripts that are actively in- 
volved m the causation or maintenance of the malignant phenotype. 
To identify such transcripts, we applied a combination of cDNA and 
CGH microarrays to: (a) determine the global impact that gene copy 
number variation plays in breast cancer development and progression; 
and (b) identify and characterize those genes whose mRNA expres- 



3 The abbreviations used are: CGH, comparative genomic hybridization; FISH, fluo- 
rescence in situ hybridization; RT-PCR, reverse transcription-PCR. 
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sion is most significantly associated with amplification of the corre- 
sponding genomic template. 

MATERIALS AND METHODS 

Breast Cancer Cell line*. Fourteen breast cancer cell lines (BT-20, BT- 
474, HCC1428, Hs578t, MCF7, MDA-361, MDA-436, MDA-453, MDA-468, 
SKBR-3, T-47D, UACC812, ZR-75-U and ZR-75-30) were obtained from the 
American Type Culture Collection (Manassas, VA). Cells were grown under 
recommended culture conditions. Genomic DNA and raRNA were isolated 
using standard protocols. 

Copy Number and Expression Analyses by cDNA Microarrays. The 
preparation and printing of die 13,824 cDNA clones on glass slides were 
performed as described (1 1-13). Of these clones, 244 represented uncharac- 
terized expressed sequence tags, and the remainder corresponded to known 
genes. CGH experiments on cDNA microarrays were done as described (14, 
15). Briefly, 20 fig of genomic DNA from breast cancer cell lines and normal 
human WBCs were digested for 14-18 h with Atu\ and teal (Life Technol- 
ogies, Inc., Rockville, MD) and purified by phenoVchloroform extraction. Six 
M of digested cell line DNAs were labeled with Cy3-dUTP (Amersham 
Pharmacia) and normal DNA with Cy5-dUTP (Amersham Pharmacia) using 
the Bioprime Labeling kit (Life Technologies, Inc.). Hybridization (14, 15) and 
posthybridizaiion washes (13) were done as described. For the expression 
analyses, a standard reference (Universal Human Reference KNA; Stratagene, 
La Jolla, CA) was used in all experiments. Forty /ig of reference RNA were 
labeled with Cy3-dUTP and 3.5 *tg of test mRNA with Cy5-dUTP, and the 
labeled cDNAs were hybridized on microarrays as described (13, 15). For both 
microarray analyses, a laser confocal scanner (Agilent Technologies, Palo 
Alto, CA) was used to measure tbe fluorescence intensities at the target 
locations using the DEARRAY software (16). After background subtraction, 
average intensities at each done in the test hybridization were divided by the 
average intensity of the corresponding clone in the control hybridization. For 
the copy number analysis, the ratios were normalized on the basis of the 
distribution of ratios of all targets on the array and for the expression analysis 
on the basis of 88 housekeeping genes, which were spotted four times onto the 
array. Low quality measurements (/.*., copy number data with mean reference 
intensity <100 fluorescent units, and expression data with both test and 
reference intensity <100 fluorescent units and/or with spot size <50 umts) 



were excluded from the analysis and were treated as missing values. The 
distributions of fluorescence ratios were used to define cutpoints for increased/ 
decreased copy number. Genes with CGH ratio >1 .43 (representing the upper 
5% of the CGH ratios across all experiments) were considered to be amplified, 
and genes with ratio <0.73 (representing the lower 5%) were considered to be 
deleted. 

Statistical Analysis of CGH and cDNA Microarray Data. To evaluate 
the influence of copy number alterations on gene expression, we applied the 
following statistical approach. CGH and cDNA calibrated intensity ratios were 
log-transformed and normalized using median centering of the values in each 
cell line. Furthermore, cDNA ratios for each gene across ail 14 cell lines were 
median centered. For each gene, the CGH data were represented by a vector 
that was labeled 1 for amplification {ratio, >L43) and 0 for no ampliftcanon. 
Amplification was correlated with gene expression using the signal-to-noise 
statistics (1). We calculated a weight, for each gene as follows: 

nV - mgo 

• ffgl + °*> 

where m,,, <r Ml and denote the means and SDs for the expression 

levels for amplified and nonamplified cell lines, respectively. To assess the 
statistical significance of each weight, we performed 10,000 random permu- 
tations of the label vector. The probability that a gene had a larger or equal 
weight by random permutation than the original weight was denoted by a. A 
low a (<0.05) indicates a strong association between gene expression and 
amplification. , 

Genomic Localization of cDNA Clones and Ampiicon Mapping. Each 
cDNA clone on the microarray was assigned to a Unigene cluster using the 
Unigene Build 141 .* A database of genomic sequence alignment information 
for mRNA sequences was created from the August 2001 freeze of the Uni- 
versity of California Santa Cruz's GoldenPath database. 7 The chromosome and 
bp positions for each cDNA clone were then retrieved by relating these data 
sets. Amplicons were defined as a CGH copy number ratio >2.0 in at least two 
adjacent clones in two or more cell lines or a CGH ratio >2.0 in at least three 
adjacent clones in a single cell line. The ampiicon start and end positions were 



6 Internet address: httptfrcsearch.!*^ 

7 Internet address: www.gcnotne.ucsc.edu. 
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Table I Summary of independent amplicons in 14 breast cancer cell tines by 
CGH microarray 



Location 



Ipl3 
Iq21 
lq22 
3pJ4 

7pl2.l-7pll.2 

7q3l 

7q32 

8q21.ll-8q21.13 
8q2IJ 

8q233-«q24.l4 

8q24^2 

9pl3 

J3q22-q31 

16q22 

I7qll 

I7ql2-q21.2 

17q2U2~q21.33 

17422-0.23.3 

17q23J-q24.3 

!9q13 

20qll.22 

20q 13.12 

20ql3.l2-ql3.J3 

200.13.2-0,13.32 



Start (Mb) 



End (Mb) 



132.79 
173.92 
179.28 
71.94 
55.62 
125.73 
140.01 
86,45 
98.45 
129.88 
151.21 
38.65 
77.15 
86.70 
29.30 
39.79 
52.47 
63.81 
69.93 
40.63 
34.59 
44.00 
46.45 
5U2 



132.94 
177.25 
179.57 
74.66 
60.95 
130.96 
140.68 
92.46 
103.05 
142.15 
15116 
39.25 
8138 
87.62 
30.85 
42.80 
55.80 
69.70 
74.99 
41.40 
35.85 
45.62 
49.43 
59;12 



Size (Mb) 



0.2 
33 
0.3 
2.7 
5.3 
5.2 
0.7 
6.0 
4.6 
12.3 
1.0 
0.6 
4.2 
0.9 
1.6 
3.0 
33 
5-9 
5.1 
0.8 
1.3 
1.6 
3.0 
7.8 



CGH were validated, with lq21, 17ql2-q2U, 17q22-q23, 20ql3.1, 
and 20ql32 regions being most commonly amplified. Furthermore, 
the boundaries of these amplicons were precisely delineated. In ad- 
dition, novel amplicons were identified at 9pl3 (38.65-39.25 Mb), 
and 17q213 (52.47-55.80 Mb). 

Direct Identification of Putative Amplification Target Genes. 
The cDNA/CGH microarray technique enables the direct correla- 
tion of copy number and expression data on a gene-by-gene basis 
throughout the genome. We directly annotated high-resolution 
CGH plots with gene expression data using color coding. Fig. 2C 
shows that most of the amplified genes in the MCF-7 breast cancer 
cell line at lp!3, 17q22-q23, and 20ql3 were highly overcx- 
pressed. A view of chromosome 7 in the MDA-468 cell line 
implicates EGFR as the most highly overexprcssed and amplified 
gene at 7pl l-pl2 (Fig. 3,4). In BT-474, the two known amplicons 
at 17ql2 and 17q22-q23 contained numerous highly overex- 
pressed genes (Fig. 3B). In addition, several genes, including the 
homeobox genes HOXB2 and HOXB7, were highly amplified in a 
previously undescribed independent amplicon at 17q21.3. HOXB7 
was systematically amplified (as validated by FISH, Fig. 33, inset) 
as well as overexpressed (as verified by RT-PCR, data not shown) 
in BT-474, UACC812, and ZR-75-30 cells. Furthermore, this novel 



extended to include neighboring nonamplificd clones (ratio, <1.5). The am- 
plicon size determination was partially dependent on local clone density. 

FISH. Dual-color interphase FISH to breast cancer cell lines was done as 
described (17). Bacterial artificial chromosome clone RP11-361K8 was la- 
beled with SpectramOrange (Vysis, Downers Grove, IL), and Spectrum- 
Orange-labcled probe for EGFR was obtained from Vysis. SpectrurnGreen- 
labeled chromosome 7 and 17 centromere probes (Vysis) were used as a 
reference. A tissue microarray containing 612 formalin-fixed, paraffin-embed- 
ded primary breast cancers (17) was applied in FISH analyses as described 
( 1 8). The use of these specimens was approved by the Ethics Committee of the 
University of Basel and by the NIH. Specimens containing a 2-fold or higher 
increase in the number of test probe signals, as compared with corresponding 
centromere signals, in at least 10% of the tumor cells were considered to be 
amplified. Survival analysis was performed using the Kaplan-Meier method 
and the log-rank test. 

RT-PCR. The HOXB7 expression level was determined relative to 
GAPDH. Reverse transcription and PCR amplification were performed using 
Access RT-PCR System (Promega Corp., Madison, Wl) with 10 ng of mRNA 
as a template. HOXB7 primers were 5'-GAGCAGAGGGACTCGGACTT-3 r 
and 5'-GCGTCAGGTAGCGATTGTAG-3'. 

RESULTS 

Global Effect of Copy Number on Gene Expression. 13,824 
arrayed cDNA clones were applied for analysis of gene expression 
and gene copy number (CGH microarrays) in 14 breast cancer cell 
lines. The results illustrate a considerable influence of copy number 
on gene expression patterns. Up to 44% of the highly amplified 
transcripts (CGH ratio, >2.5) were overexpressed (*.«.. belonged to 
the global upper 7% of expression ratios), compared with only 6% for 
genes with normal copy number levels (Fig. 1 A). Conversely, 10.5% 
of the transcripts with high-level expression (cDN A ratio, >10) 
showed increased copy number (Fig. IB). Low-level copy number 
increases and decreases were also associated with similar, although 
less dramatic, outcomes on gene expression (Fig. 1). 

Identification of Distinct Breast Cancer Amplicons. Base-pair 
locations obtained for 1 1 ,994 cDNAs (86.8%) were used to plot copy 
number changes as a function of genomic position (Fig. 2, Supple- 
ment Fig. A). The average spacing of clones throughout the genome 
was 267 kb. This high-resolution mapping identified 24 independent 
breast cancer amplicons, spanning from 0.2 to 12 Mb of DNA (Table 
I) Several amplification sites detected previously by chromosomal 
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. Fig. 3. Annotation of gene expression da* on C ^ [c ^U?3^ 
7pl 1-il 2 amplicon in the MDA-468 cdl line arc highly expressed (red dots) and include 
the ECF/Zo^B, several genes in the I7ql2. 17q2l 3^nd 
BT-474 breast cancer cell line axe highly overexpressed (red) and include the HOXB7 
gene. The data label* and color coding are as indicated for Fig- 2C ;J nM ^ 
chromosomal CGH profiles for the corresponding chromosomes and validation of the 
increased copy number by interphase FISH using EGFR {red) and diromosome 7 
centromere probe (green) to MDA-468 (A) end HOXB7-specific probe [red) and chro- 
mosome 17 centromere (green) to BT-474 cells (S). 
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Copy nutntMf fflOo 



Fig. 4. List of 50 genes with a statistically 
significant correlation (a value <0.05) between 
gene copy number and gene expression. Name* 
chromosomal location, and the a value for each 
gene are indicated. The genes have been ordered 
according to their position in the genome. The color 
maps on the right illustrate die copy number and 
expression ratio patterns in the 14 cell lines. The 
key to the color code is shown at the bottom of the 
graph. Gray squares, missing values. The complete 
list of 270 genes is shown in supplemental Fig. B, 
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amplification was validated to be present in 10.2% of 363 primary 
breast cancers by FISH to a tissue microarray and was associated 
with poor prognosis of the patients (P = 0.001). 

Statistical Identification and Characterization of 270 Highly 
Expressed Genes In Amplicons. Statistical comparison of expres- 
sion levels of all genes as a function of gene amplification identified 
270 genes whose expression was significantly influenced by copy 
number across all 14 cell lines (Fig. 4, Supplemental Fig. B). Accord- 
ing to the gene ontology data, 8 91 of the 270 genes represented 
hypothetical proteins or genes with no functional annotation, whereas 
179 had associated functional information available. Of these, 15! 
(84%) are implicated in apoptosis, cell proliferation, signal transduc- 
tion, and transcription, whereas 28 (16%) had functional annotations 
that could not be directly linked with cancer. 



DISCUSSION 

The importance of recurrent gene and chromosome copy numbd 
changes in the development and progression of solid tumors has been 
characterized in >1000 publications applying CGH 9 (9, 10), as well 
as in a large number of other molecular cytogenetic, cytogenetic, and 
molecular genetic studies. The effects of these somatic genetic 
changes on gene expression levels have remained largely unknown, 
although a few studies have explored gene expression changes occur- 
ring in specific amplicons (15, 19-21). Here, we applied genome- 
wide cDNA microarrays to identity transcripts whose expression 
changes were attributable to underlying gene copy number alterations 
in breast cancer. 

The overall impact of copy number on gene expression patterns was 
substantial with the most dramatic effects seen in the case of high- 



* Internet address; http://www.gcneontology.otg/. 



9 Internet address: htq>y/wwwjicbLnlrn.nih.gov/entrcz. 
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level copy number increase. Low-level copy number gains and losses 
also had a significant influence on expression levels of genes in the 
regions affected, but these effects weTe more subtle on a gene-by-gene 
basis than those of high-level amplifications. However, the impact of 
low-level gains on the deregulation of gene expression patterns in 
cancer may be equally important if not more important than that of 
high-level amplifications. Aneuploidy and low-level gains and losses 
of chromosomal arms represent the most common types of genetic 
alterations In breast and other cancers and, therefore, have an influ- 
ence on many genes. Our results in breast cancer extend the recent 
studies on the impact of aneuploidy on global gene expression pat- 
terns in yeast cells, acute myeloid leukemia, and a prostate cancer 
model system (22-24). 

The CGH roicroarray analysis identified 24 independent breast 
cancer amplicons. We defined the precise boundaries for many am- 
plicons detected previously by chromosomal CGH (9, 10, 25, 26) and 
also discovered novel amplicons that had not been detected previ- 
ously, presumably because of their small size (only 1-2 Mb) or close 
proximity to other larger amplicons. One of these novel amplicons 
involved the homeobox gene region at 17q2l.3 and led to the over- 
expression of the HOXB7 and HOXB2 genes. The homeodomain 
transcription factors are known to be key regulators of embryonic 
development and have been occasionally reported to undergo aberrant 
expression in cancer (27, 28). HOXB7 transfection induced cell pro- 
liferation in melanoma, breast, and ovarian cancer cells and increased 
tumorigenicity and angiogenesis in breast cancer (29-32). The pres- 
ent results imply that gene amplification may be a prominent mech- 
anism for oyerexpressing HOXB7 in breast cancer and suggest that 
HOXB7 contributes to tumor progression and confers an aggressive 
disease phenotype in breast cancer. This view is supported by our 
finding of amplification of HOXB7 in 10% of 363 primary breast 
cancers, as well as an association of amplification with poor prognosis 
of the patients. 

We carried out a systematic search to identify genes whose 
expression levels across all 14 cell lines were attributable to 
amplification status. Statistical analysis revealed 270 such genes 
(representing -2% of all genes on the array), including not only 
previously described amplified genes, such as HER-2, MYC, 
EGFR t ribosomal protein s6 kinase* and A1B3, but also numerous 
novel genes such as NRAS-related gene (lpl3), syndecan-2 (8q22), 
and bone morphogenic protein (20ql3.1), whose activation by 
amplification may similarly promote breast cancer progression. 
Most of the 270 genes have not been implicated previously in 
breast cancer development and suggest novel pathogenetic mech- 
anisms. Although we would not expect all of them to be causally 
involved, it is intriguing that 84% of the genes with associated 
functional information were implicated in apoptosis, cell prolifer- 
ation, signal transduction, transcription, or other cellular processes 
that could directly imply a possible role in cancer progression. 
Therefore, a detailed characterization of these genes may provide 
biological insights to breast cancer progression and might lead to 
the development of novel therapeutic strategies. 

In summary, we. demonstrate application of cDNA microarrays 
to the analysis of both copy number and expression levels of over 
12,000 transcripts throughout the breast cancer genome, roughly 
once every 267 kb. This analysis provided: (a), evidence of a 
prominent global influence of copy number changes on gene 
expression levels; (b) a high-resolution map of 24 independent 
amplicons in breast cancer; and (c) identification of a set of 270 
genes, the overexpression of which was statistically attributable to 
gene amplification. Characterization of a novel amplicon at 
, 17q2K3 implicated amplification and overexpression of the 
HOXB7 gene in breast cancer, including a clinical association 
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between HOXB7 amplification and poor patient prognosis. Overall, 
our results illustrate how the identification of genes activated by 
gene amplification provides a powerful approach to highlight 
genes with an important role in cancer as well as to prioritize and 
validate putative targets for therapy development. 
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Genomic DNA copy number alterations are key genetic events in 
the development and progression of human cancers. Here we 
report a genome-wide microarray comparative genomic hybrid- 
ization (array CGH) analysis of DNA copy number variation in 
a series of primary human breast tumors. We have profiled DNA 
copy number alteration across 6,691 mapped human genes, in 44 
predominantly advanced, primary breast tumors and 10 breast 
cancer cell lines. While the overall patterns of DNA amplification 
and deletion corroborate previous cytogenetic studies, the high- 
resolution (gene-by-gene) mapping of amplicon boundaries and 
the quantitative analysis of amplicon shape provide significant 
improvement in the localization of candidate oncogenes. Parallel 
microarray measurements of mRNA levels reveal the remarkable 
degree to which variation in gene copy number contributes to 
variation in gene expression in tumor cells. Specifically, we find 
that 62% of highly amplified genes show moderately or highly 
elevated expression, that DNA copy number influences gene ex- 
pression across a wide range of DNA copy number alterations 
(deletion, low-, mid- and high-level amplification), that on average, 
a 2-fold change in DNA copy number is associated with a corre- 
sponding 1.5-fold change in mRNA levels, and that overall, at least 
12% of all the variation in gene expression among the breast 
tumors is directly attributable to underlying variation in gene copy 
number. These findings provide evidence that widespread DNA 
copy number alteration can lead directly to global deregulation of 
gene expression, which may contribute to the development or 
progression of cancer. 

Conventional cytogenetic techniques, including comparative 
genomic hybridization (CGH) (1), have led to the identifi- 
cation of a number of recurrent regions of DNA copy number 
alteration in breast cancer cell lines and tumors (2-4). While 
some of these regions contain known or candidate oncogenes 
[eg., FGFR1 (8pll), MYC (8q24), CCND1 (llql3), ERBB2 
(17ql2), and ZNF217 (20ql3)j and tumor suppressor genes 
[RBI (13ql4) and TP53 (I7pl3)], the relevant gene(s) within 
other regions (e.g., gain of lq, 8q22, and 17q22-24, and loss of 
8p) remain to be identified. A high-resolution genome-wide 
map, delineating the boundaries of DNA copy number alter- 
ations in tumors, should facilitate the localization and identifi- 
cation of oncogenes and tumor suppressor genes in breast 
cancer. In this study, we have created such a map, using 
array-based CGH (5-7) to profile DNA copy number alteration 
in a series of breast cancer cell lines and primary tumors. 

An unresolved question is the extent to which the widespread 
DNA copy number changes that we and others have identified 
in breast tumors alter expression of genes within involved 
regions. Because we had measured mRNA levels in parallel in 
the same samples (8), using the same DNA microarrays, we had 
an opportunity to explore on a genomic scale the relationship 
between DNA copy number changes and gene expression. From 



this analysis, we have identified a significant impact of wide- 
spread DNA copy number alteration on the transcriptional 
programs of breast tumors. 

Materials and Methods 

Tumors and Cell Lines. Primary breast tumors were predominantly 
large (>3 cm), intermediate-grade, infiltrating ductal carcino- 
mas, with more than 50% being lymph node positive. The 
fraction of tumor cells within specimens averaged at least 50%. 
Details of individual tumors have been published (8, 9), and 
are summarized in Table 1, which is published as supporting 
information on the PNAS web site, www.pnas.org. Breast cancer 
cell lines were obtained from the American Type Culture 
Collection. Genomic DNA was isolated either using Qiagen 
genomic DNA columns, or by phenol/chloroform extraction 
followed by ethanol precipitation. 

DNA Labeling and Microarray Hybridizations. Genomic DNA label- 
ing and hybridizations were performed essentially as described 
in Pollack et al. (7), with slight modifications. Two micrograms 
of DNA was labeled in a total volume of 50 microliters and the 
volumes of all reagents were adjusted accordingly. "Test" DNA 
(from tumors and cell tines) was fluorescently labeled (Cy5) and 
hybridized to a human cDNA microarray containing 6,691 
different mapped human genes (i.e., UniGene clusters). The 
"reference" (labeled with Cy3) for each hybridization was nor- 
mal female leukocyte DNA from a single donor. The fabrication 
of cDNA microarrays and the labeling and hybridization of 
mRNA samples have been described (8). 

Data Analysis and Map Positions. Hybridized arrays were scanned 
on a GenePix scanner (Axon Instruments, Foster City, CA), and 
fluorescence ratios (test/reference) calculated using scan alyze 
software (available at http://rana.Ibl.gov). Fluorescence ratios 
were normalized for each array by setting the average log 
fluorescence ratio for all array elements equal to 0. Measure- 
ments with fluorescence intensities more than 20% above back- 
ground were considered reliable. DNA copy number profiles 
that deviated significantly from background ratios measured in 
normal genomic DNA control hybridizations were interpreted as 
evidence of real DNA copy number alteration (see Estimating 
Significance of Altered Fluorescence Ratios in the supporting 
information). When indicated, DNA copy number profiles are 
displayed as a moving average (symmetric 5-nearest neighbors). 
Map positions for arrayed human cDNAs were assigned by 
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identifying the starting position of the best and longest match of 
any DNA sequence represented in the corresponding UniGene 
duster (10) against the "Golden Path" genome assembly 
(http://genome.ucsc.edu/; Oct 7, 2000 Freeze). For UmGene 
dusters represented by multiple arrayed elements, mean fluo- 
rescence ratios (for all elements representing the same UniGene 
duster) are reported. For mRNA measurements, fluorescence 
ratios are "mean-centered" (Unreported relative to the mean 
ratio across the 44 tumor samples). The data set described here 
can be accessed in its entirety in the supporting information. 

Results 

We performed CGH on 44 predominantly locally advanced, 
primary breast tumors and 10 breast cancer cell lines, using 
cDNA microarrays containing 6,691 different mapped human 
genes (Fig. la; also see Materials and Methods for details of 
microarray hybridizations). To take full advantage of the im- 
proved spatial resolution of array CGH, we ordered (fluores- 
cence ratios for) the 6,691 cDNAs according to the "Golden 
Path" (http://genome.ucsc.edu/) genome assembly of the draft 
human genome sequences (11). In so doing, arrayed cDNAs not 
only themselves represent genes of potential interest (e.g., 
candidate oncogenes within amplicons), but also provide precise 
genetic landmarks for chromosomal regions of amplification and 

12964 | www.pna$.or9/cg(/doi/10.1073/pn«s. 162471999 



deletion. Parallel analysis of DNA from cell lines containing 
different numbers of X chromosomes (Fig. lb), as we did before 
(7), demonstrated the sensitivity of our method to detert single- 
copy loss (45, XO), and 1.5- (47.XXX). * W?»^ « 
2.5-fold (49PCXXXX) gains (also see Fig. 5, which is published 
as supporting information on the PNAS web site). Fluorescence 
ratios were linearly proportional to copy number ratios, which 
were slightly underestimated, in agreement with previous ob- 
servations (7). Numerous DNA copy number alterations were 
evident in both the breast cancer cell lines and primary tumors 
(Fig. la), detected in the rumors despite the presence of euploid 
non-tumor cell types; the magnitudes of the observed changes 
were generally lower in the tumor samples. DNA copy-number 
alterations were found in every cancer cell line and tumor, and 
on every human chromosome in at least one sample. Recurrent 
regions of DNA copy number gain and loss were readily iden- 
tifiable. For example, gains within lq, 8q, 17q, and 20q were 
observed in a high proportion of breast cancer cell lines/tumors 
(90%/69%, 100%/47%,100%/60%, and 90%/44%, respective- 
hr), as were losses within lp, 3p, 8p, and 13q (80%/24%>, 
80%/22%, 80%/22%, and 70%/18%, respectively), consistent 
with published cytogenetic studies (refc. 2-4; a complete listing 
of gains/losses is provided in Tables 2 and 3, which are published 
as supporting information on the PNAS web site). The total 
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Fig.2. DNAcopy number action across chromosome 8 by array CGH. (a) DNA copy number proW^ 

of X chromosome, for breast cancer cel. lines, and for breast tumors. Breast cancer cell line, and ™°™ e ^ 

hiqhllqht recurrent copy number changes. The 241 genes present on the microarrays and mapping to chromosome 8 are orderedby T****^ ■™? | ™ 
ctonto^ 

inaeased; green, decreased; black, no change; gray, notv«» measured) to refl^ 
c?Wes display 

row above those genes represented on the array, (b) Graphical display of ONA copy number profile for breast cancer cell Ime SKBR3. Fluorescence ratx* 
(tumor/normal) are plotted on a 1og 2 scale for chromosome 8 genes, ordered along the chromosome. 



number of genomic alterations (gains and losses) was found to 
be significantly higher in breast tumors that were high grade (P * 
0.008), consistent with published CGH data (3), estrogen recep- 
tor negative (P ~ 0.04), and harboring TP53 mutations (P « 
0.0006) (sec Table 4, which is published as supporting informa- 
tion on the PNAS web site). 

The improved spatial resolution of our array CGH analysis is 
illustrated for chromosome 8, which displayed extensive DNA 
copy number alteration in our series. A detailed view of the 
variation in the copy number of 241 genes mapping to chromo- 
some 8 revealed multiple regions of recurrent amplification; 
each of these potentially harbors a different known or previously 
uncharacterized oncogene (Fig. 2a). The complexity of amplicon 
structure is most easily appreciated in the breast cancer cell line 
SKBR3. Although a conventional CGH analysis of 8q in SKBR3 
identified only two distinct regions of amplification (12), we 
observed three distinct regions of high-level amplification (la- 
beled 1-3 in Figi 2b). For each of these regions we can define the 



boundaries of the interval recurrently amplified in the tumors we 
examined; in each case, known or plausible candidate oncogenes 
can be identified (a description of these regions, as well as the 
recurrently amplified regions on chromosomes 17 and 20, can be 
found in Figs. 6 and 7, which are published as supporting 
information on the PNAS web site). 

For a subset of breast cancer cell lines and tumors (4 and 37, 
respectively), and a subset of arrayed genes (6,095), mRNA 
levels were quantitatively measured in parallel by using cDNA 
microarrays (8). The parallel assessment of mRNA levels is 
useful in the interpretation of DNA copy number changes* For 
example, the highly amplified genes that are also highly ex- 
pressed are the strongest candidate oncogenes within an ampli- 
con. Perhaps more significantly, our parallel anarysis of DNA 
copy number changes and mRNA levels provides us the oppor- 
tunity to assess the global impact of widespread DNA copy 
number alteration on gene expression in tumor cells. 

A strong influence of DNA copy number on gene expression 
is evident in an examination of the pseudocolor representations 
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Rg.3. Concordance between DNA copy number and oene expression across chromosome 17. DNA °°Py ^^^^ d ^ r ^^ n ^y^^^^^^^f^T^ SuTthc 
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end mRNA levels were determined, are ordered by position along the chromosome; selected genes are Indicated in color<oded text (see Fig. 2 legend). 
Fluorescence ratios (test/reference) are depicted by separate toga pseudocolor scales (indicated). 



of DNA copy number and mRNA levels for genes on chromo- 
some 17 (Fig. 3). The overall patterns of gene amplification and 
elevated gene expression are quite concordant; i.e„ a significant 
fraction of highly amplified genes appear to be correspondingly 
highly expressed. The concordance between high-level amplifi- 
cation and increased gene expression is not restricted to chro- 
mosome 17. Genome-wide, of 117 high-level DNA amplifica- 
tions (fluorescence ratios >4 ( and representing 91 different 
genes), 62% (representing 54 different genes; see Table 5, which 
is published as supporting information on the PNAS web site) 
are found associated with at least moderately elevated mRNA 
levels (mean-centered fluorescence ratios >2), and 42% (rep- 
resenting 36 different genes) are found associated with compa- 
rably highly elevated mRNA levels (mean-centered fluorescence 
ratios >4). 

To determine the extent to which DNA deletion and lower- 
level amplification (in addition to high-level amplification) are 
also associated with corresponding alterations in mRNA levels, 
we performed three separate analyses on the complete data set 
(4 cell lines and 37 tumors, across 6,095 genes). First, we 
determined the average mRNA levels for each of five classes 
of genes, representing DNA deletion, no change, and low-, 
medium-, and high-level amplification (Fig. 4a). For both the 



breast cancer ceU lines and tumors, average mRNA levels 
tracked with DNA copy number across all five classes, in a 
statistically significant fashion (P values for pair-wise Student's 
t tests comparing adjacent classes: cell lines, 4 X 10"* 9 , 1 x 10" , 
5 x 10-*, 1 x lV 1 ; tumors, 1 x 10~*\ 1 x 10"» 4 , 5 x 10*<\ 
1 X 10" 4 ). A linear regression of the average log(DNA copy 
number), for each class, against average log(mRNA level) 
demonstrated that on average, a 2-fold change in DNA copy 
number was accompanied by 1.4- and 1.5-fold changes in mRNA - 
level for the breast cancer cell lines and tumors, respectively (Fig. 
4a, regression line not shown). Second, we characterized the 
distribution of the 6,095 correlations between DNA copy num- 
ber and mRNA level, each across the 37 tumor samples (Fig. 46). 
The distribution of correlations forms a normal-shaped curve, 
but with the peak markedly shifted in the positive direction from 
zero. This shift is statistically significant, as evidenced in a plot 
of observed vs. expected correlations (Fig. 4c), and reflects a 
pervasive global influence of DNA copy number alterations on 
gene expression. Notably, the highest correlations between DNA 
copy number and mRNA level (the right tail of the distribution 
in Fig. 4b) comprise both amplified and deleted genes (data not 
shown). Third, we used a linear regression model to estimate the 
fraction of ail variation measured in mRNA levels among the 37 
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Ro A. Genome-wide influence of ONA copy number alterations on mRNA levels, (a) For breast cancer cell lines (gray) and tumor samples (black), both 

Indicate standard errors of the mean) are plotted for each of five classes of genes, representing DNA deletion (tumor/normal ratio < 0.8), no change ia* 
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underlying DNA copy number alteration can be found in the supporting information (see Estimating the fractron of Vsnttlon In Gene Expression Attributable 
to Underlying DNA Copy Number Alteration). 



tumors that could be attributed to underlying variation in DNA 
copy number. From this analysis, we estimate that, overall, about 
7% of all of the observed variation in mRNA levels can be 
explained directly by variation in copy number of the altered 
genes (Fig. 4d). We can reduce the effects of experimental 
measurement error on this estimate by using only that fraction 
of the data most reliably measured (fluorescence intensity/ 
background >3); using that data, our estimate of the percent 
variation in mRNA levels directly attributed to variation in gene 
copy number increases to 12% (Fig. 4d). This still undoubtedly 
represents a significant underestimate, as the observed variation 
in global gene expression is affected not only by true variation in 
the expression programs of the tumor cells themselves, but also 
by the variable presence of non-tumor cell types within clinical 
samples. 

Discussion 

ITiis genome-wide, array CGH analysis of DNA copy number 
alteration in a series of human breast tumors demonstrates the 
usefulness of defining amplicon boundaries at high resolution 
(gene-by-gene), and quantitatively measuring amplicon shape, to 
assist in locating and identifying candidate oncogenes. By ana- 
lyzing mRNA levels in parallel, we have also discovered that 
changes in DNA copy number have a large, pervasive, direct 
effect on global gene expression patterns in both breast cancer 



cell lines and tumors. Although the DNA microarrays used in our 
analysis may display a bias toward characterized and/or highly 
expressed genes, because we are examining such a large fraction 
of the genome (approximately 20% of all human genes), and 
because, as detailed above, we are likely underestimating the 
contribution of DNA copy number changes to altered gene 
expression, we believe our findings are likery to be generalizable 
(but would nevertheless still be remarkable if only applicable to 
this set of -6,100 genes). 

In budding yeast, aneuploidy has been shown to result in 
chromosome-wide gene expression biases (13). Two recent 
studies have begun to examine the global relationship between 
DNA copy number and gene expression in cancer cells. In 
agreement with our findings, Phillips et aL (14) have shown that 
with the acquisition of tumorigenicity in an immortalized pros- 
tate epithelial cell line, new chromosomal gains and losses 
resulted in a statistically significant respective increase and 
decrease in the average expression level of involved genes. In 
contrast, Platzer et at. (15) recently reported that in metastatic 
colon rumors only -4% of genes within amplified regions were 
found more highly (>2-fbld) expressed, when compared with 
normal colonic epithelium. This report differs substantially from 
our finding that 62% of highly amplified genes in breast cancer 
exhibit at least 2-fold increased expression. These contrasting 
findings may reflect methodological differences between the 
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studies. For example, the study of Platzer et al. (15) may have 
systematically under-measured gene expression changes. In this 
regard it is remarkable that only 14 transcripts of many thousand 
residing within unamplified chromosomal regions were found to 
exhibit at least 4-fold altered expression in metastatic colon 
cancer. Additionally, their reliance on lower-resolution chromo- 
somal CGH may have resulted in poorly delimiting the bound- 
aries of high-complexity amplicbns, effectively overcalling re- 
gions with amplification. Alternatively, the contrasting findings 
for amplified genes may represent real biological differences 
between breast and metastatic colon tumors; resolution of this 
issue will require further studies. 

Our finding that widespread DNA copy number alteration has 
a large, pervasive and direct effect on global gene expression 
patterns in breast cancer has several important implications. 
First, this finding supports a high degree of copy number- 
dependent gene expression in tumors. Second, it suggests that 
most genes are not subject to specific autoregulation or dosage 
compensation. Third, this finding cautions that elevated expres- 
sion of an amplified gene cannot alone be considered strong 
independent evidence of a candidate oncogene's role in tumor- 
igenesis. In our study, fully 62% of highly amplified genes 
demonstrated moderately or highly elevated expression. This 
highlights the importance of high-resolution mapping of ampli- 
con boundaries and shape [to identify the "driving'* gene(s) 
within amplicons (16)], on a large number of samples, in addition 
to functional studies. Fourth, this finding suggests that analyzing 
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the genomic distribution of expressed genes, even within existing 
microarray gene expression data sets, may permit the inference 
of DNA copy number aberration, particularly aneuploidy (where 
gene expression can be averaged across large chromosomal 
regions; see Fig. 3 and supporting information). Fifth, this 
finding implies that a substantial portion of the phenotypic 
uniqueness (and by extension, the heterogeneity in clinical 
behavior) among patients' tumors may be traceable to underly- 
ing variation in DNA copy number. Sixth, this finding supports 
a possible role for widespread DNA copy number alteration in 
tumorigenesis (17, 18), beyond the amplification of specific 
oncogenes and deletion of specific tumor suppressor genes. 
Widespread DNA copy number alteration, and the concomitant 
widespread imbalance in gene expression, might disrupt critical 
stochioroetric relationships in ceil metabolism and physiology 
(e.g. F proteosome, mitotic spindle), possibly promoting further 
chromosomal instability and directly contributing to tumor 
development or progression. Finally, our findings suggest the 
possibility of cancer therapies that exploit specific or global 
imbalances in gene expression in cancer. 
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Each year, over 182,000 women in the United States are 
diagnosed with breast cancer, and approximately 45,000 die 
of the disease. 1 Incidence appears to be increasing in the 
United States at a rate of roughly 2% per year. The reasons 
for the increase are unclear, but non-genetic risk factors appear 
to play a large role. 2 

Five-year survival rates range from approximately 65%- 
85%, depending on demographic group, with a significant 
percentage of women experiencing recurrence of their cancer 
within 10 years of diagnosis. One of the factors most predic- 
tive for recurrence once a diagnosis of breast cancer has been 
made is the number of axillary lymph nodes to which tumor 
has metastasized. Most node-positive women are given adju- 
vant therapy, which increases their survival. However, 20%- 
30% of patients without axillary node involvement also 
develop recurrent disease, and the difficulty lies in how to iden- 
tify this high-risk subset of patients. These patients could 
benefit from increased surveillance, early intervention, and 
treatment. 

Prognostic markers currently used in breast cancer recur- 
rence prediction include tumor sire, histological grade, steroid 
hormone receptor status, DNA ploidy, proliferative index, and 
cathepsin D status. Expression of growth factor receptors and 
over-expression of the HER-2/neu oncogene have also been 
identified as having value regarding treatment regimen and 
prognosis. 

HER-2/neu (also known as c-erbB2) is an oncogene that 
encodes a transmembrane glycoprotein that is homologous 
to, but distinct from, the epidermal growth factor receptor. 
Numerous studies have indicated that high levels of expres- 
sion of this protein are associated with rapid tumor growth, 
certain forms of therapy resistance, and shorter disease-free 
survival. The gene has been shown to be amplified and/or 
overexpressed in 10%-30% of invasive breast cancers and in 
40%-60% of intraductal breast carcinoma. 3 

There are two distinct FDA-approved methods by which 
HER-2/neu status can be evaluated: immunohistochemistry 
(IHC, HercepTest™) and FISH (fluorescent in situ hybridiza- 
tion, PathVysion™ Kit). Both methods can be performed on 
archived and current specimens. The first method allows visual 
assessment of the amount of HER-2/neu protein present on 
the cell membrane. The latter method allows direct quantifi- 
cation of the level of gene amplification present in the tumor, 
enabling differentiation between low- versus high-amplifica- 
ticth. At least one study has demonstrated a difference in 



recurrence risk in women younger than 40 years of age for 
low- versus high-amplified tumors (54.5% compared to 
85.7%); this is compared to a recurrence rate of 16-7% for 
patients with no HER-2/neu gene amplification. 4 HER-2/neu 
status may be particularly important to establish in women with 
small (< 1 cm) tumor size. 

The choice of methodology for determination of HER-2/ 
neu status depends in part on the clinical setting. FDA approval 
for the Vysis FISH test was granted based on clinical trials 
involving 1549 node-positive patients. Patients received one 
of three different treatments consisting of different doses of 
cyclophosphamide, Adriamycin, and 5-fluorouracil (CAF). 
The study showed that patients with amplified HER-2/neu 
benefited from treatment with higher doses of adriamycin- 
based therapy, while those with normal HER-2/neu levels did 
not. The study therefore identified a sub-set of women, who 
because they did not benefit from more aggressive treatment, 
did not need to be exposed to the associated side effects. In 
addition, other evidence indicates that HER-2/neu amplifica- 
tion in node-negative patients can be used as an independent 
prognostic indicator for early recurrence, recurrent disease at 
any time and disease-related death. 5 Demonstration of HER- 
2/neu gene amplification by FISH has also been shown to be 
of value in predicting response to chemotherapy in stage-2 
breast cancer patients. 

Selection of patients for Herceptin 0 (Trastuzumab) mono- 
clonal antibody therapy, however, is based upon demonstra- 
tion of HER-2/neu protein overexpression using HercepTest™. 
Studies using Herceptin 0 in patients with metastatic breast 
cancer show an increase in time to disease progression, 
increased response rate to chemotherapeutic agents and a small 
increase in overall survival rate. The FISH assays have not yet 
been approved for this purpose, and studies looking at response 
to Herceptin 0 in patients with or without gene amplification 
status determined by FISH are in progress. 

In general, FISH and IHC results correlate well. However, 
subsets of tumors are found which show discordant results; 
i.e., protein overexpression without gene amplification or tack 
of protein overexpression with gene amplification. The clini- 
cal significance of such results is unclear. Based on the above 
considerations, HER-2/neu testing at SHMC/PAML will uti- 
lize immunohistochemistry (HercepTest 0 ) as a screen, fol- 
lowed by FISH in IHC-negative cases. Alternatively, either 
method may be ordered individually depending on the clini- 
cal setting or clinician preference. 
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CPT code information 

HER-2/neu via IHC 

88342 (including interpretive report) 

HER-2/neu via FISH 

88271 *2 Molecular cytogenetics, DNA probe, each 
88274 Molecular cytogenetics, interphase in situ hybrid- 
ization, analyze 25-99 cells 
8829 1 Cytogenetics and molecular cytogenetics, interpre- 
tation and report 



Procedural Information 

Immunohistochemistry is performed using the FDA-approved 
DAKO antibody kit, Herceptest©. The DAKO kit contains 
reagents required to complete a two-step immunohisto- 
chemical staining procedure for.routinely processed, paraffin- 
embedded specimens. Following incubation with the primary 
rabbit antibody to human HER-2/neu protein, the kit employs 
a ready-to-use dextran-based visualization reagent. This re- 
agent consists of both secondary goat anti-rabbit antibody 
molecules with horseradish peroxidase molecules linked to a 
common dextran polymer backbone, thus eliminating the need 
for sequential application of link antibody and peroxidase 
conjugated antibody. Enzymatic conversion ©f the subse- 
quently added chromogen results in formation of visible 
reaction product at the antigen site. The specimen is then coun- 
terstained; a pathologist using light-microscopy interprets 
results. 

FISH analysis at SHMC/PAML is performed using the 
FDA-approved PathVysion™ HER-2/neu DNA probe kit, pro- 
duced by Vysis, Inc. Formalin fixed, paraffin-embedded breast 
tissue is processed using routine histological methods, and then 
slides are treated to allow hybridization of DNA probes to the 
nuclei present in the tissue section. The Pathvysion™ kit con- 
tains two direct-labeled DNA probes, one specific for the 
alphoid repetitive DNA (CEP 1 7, spectrum orange) present at 
the chromosome 17 centromere and the second for the HER- 
2/neu oncogene located at 1 7q 1 1 .2- 1 2 (spectrum green). Enu- 
meration of the probes allows a ratio of the number of copies 
of chromosome 17 to the number of copies of HER-2/neu to 
be obtained; this enables quantification of low versus high 
amplification levels, and allows an estimate of the percentage 
of cells with HER-2/neu gene amplification. The clinically 
relevant distinction is whether the gene amplification is due 
to increased gene copy number on the two chromosome 17 
homologues normally present or an increase in the number of 
chromosome 17s in the cells. In the majority of cases, ratio 
equivalents less than 2.0 are indicative of a normal/negative 
result, ratios of 2.1 and over indicate that amplification is 
present and to what degree. Interpretation of this data will be 
performed and reported from the Vysis-certified Cytogenet- 
ics laboratory at SHMC 
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ABSTRACT The consistent cytogenetic translocation of 
chronic myelogenous leukemia (the Philadelphia chromosome, 
Ph l ) has been observed In cells of multiple hematopoietic 
lineages. This translocation creates a chimeric gene composed 
of breakpotat-d aster-region (bcr) sequences from chromosome 
22 fused to a portion of the aM oncogene on chromosome 9. Hie 
resulting gene product resembles the transfotining 

protein of the Abelson murine leukemia virus in Its structure 
and tyrosine kinase activity. P210 6 ** Is expressed m Ph** 
positive cell lines of myeloid lineage and in clinical specimens 
with, myeloid predominance* We show here that Epstein-Barr 
virus-transformed B-lymphocyte lines, that*, retain Ph 1 can 
express P210^ aM , The level of expression In these B-ceil lines is 
generally lower and more variable than that observed for 
myeloid lines. Protein expression Is not related to amplification 
of the gene but to variation in the level of bcr-abl mRNA 
produced from a single Ph 1 template. 



Chronic myelogenous leukemia (CML) is a disease of the 
pluripotent stem ceil (1). In greater than 95% of patients, the 
leukemic cells contain the cytogenetic marker known as the 
Philadelphia chromosome, or Ph 1 (2). This reciprocal 
translocation event between the long arms of chromosomes 
9 and 22 has been used as a disease-specific marker for 
diagnosis and evaluation of therapy. Multiple hematopoietic 
lineages, including myeloid and B-lymphoid, contain Ph 1 in 
early or chronic phase, as well as in the more acute accel- 
erated and blast crisis phases of the disease. 

One molecular consequence of Ph 1 is the translocation of 
the chromosomal arm containing the c-abl gene oh chromo- 
some 9 into the middle of the breakpoint-cluster region (bcr) 
gene on chromosome 22 (3-6). Although the precise 
translocation breakpoints are variable, an RNA-splicing 
mechanism generates a very similar 8-kilobase (kb) mRNA in 
each case (5-9). The hybrid bcr-abl message encodes a 
structurally altered form of the abl oncogene product, called 
P210 c "* w (10-13), with an amino-terminal segment derived 
from a portion of the exons of bcr on chromosome 22 and a 
carboxyl-terminal segment derived from a nugor portion of 
the exons of the c-aWgene on chromosome 9. The chimeric 
structure of bcr-abl and the resulting P21(F* lbl is similar to the 
structure of the Abelson murine leukemia virus gag~abl 
genome and resulting PloV* 51 transforrning gene product. 
Both proteins have very similar tyrosine kinase activities (10, 
11, 14) which can be distinguished by their relative stability 
to denaturing detergents and by their ATP requirements from 
the recently described tyrosine kinase activity of the c-abl 
gene product (15). 
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In concert with structural modification of the amino- 
terminal portion of the abl gene, increased level of expression 
has been implicated in activation of c-abl oncogenic poten- 
tial. Myeloid and erythroid cell lines and clinical samples 
derived from acute-ph?se CML patients contain about 10- 
fold higher levels of the 8-kb bcr-abl mRNA* andKlO 64 " than 
the c-abl mRN A forms (6 and 7 kb) and P145 c ^ ! gene product 
(5, 8, 9, ll). The higher level of expression of the chimeric 
bcr-abl message in acute-phase cells is not likely to be solely 
due to the presence of the bcr promoter sequences at the 5' 
end of the gene, since the normal 4.5-kb and 6.7-kb bcr- 
encoded mRNA species are expressed at an even lower level 
than the normal c-abl messages (5, 6).. . 

We have analyzed a series of Epstein-Barr virus-immor- 
talized B-lymphoid pell lines derived from CML patients (16). 
With such in vitro clonal cell lines, we can evaluate Whether 
the presence of Ph 1 always results in synthesis of the chimeric 
bcr-abl message and protein, and whether the quantitative 
expression varies for cells of B-lymphoid lineage as com- 
pared to previously examined myeloid cell tines. Our results 
Show that cell lines that retain Ph 1 do express bcr-abl message 
and protein, but that the level is generally lower and more 
variable* than previously seen for myeloid' cell lines. The 
demonstration that the Ph 1 chromosomal template can vary 
in its level of expression of P210 0 **" suggests that secondary 
mechanisms, beyond the translocation itself, contribute to 
the regulation of the bcr-abl gene in different cell types or 
subclones that derive from the affected stem cell. 

MATERIALS AND METHODS 

Cells and Cell Labelings. Epstein-Barr virus-transformed 
B-lymphoid cell lines were established from peripheral blood 
samples of chronic- and acute-phase CML patients as report* 
ed (16). the cell lines are designated according to patient 
number, karyotype, and lineage. For example, SK- 
CML7Bt(9,22)-33 refers to CML patient 7, B-lymphoid cell 
line, 9;22 translocation (Ph 1 ), cell line 33; and SK-CML7BN- 
2 refers to B-cell line 2 with a normal karyotype derived from 
the same patient. Repeat karyotype analysis was performed 
to verify the retention of Ph 1 just prior to analysis for abl 
protein and RNA. Cells were maintained in RPMI 1640 
medium with 20% fetal bovine serum. We have not observed 
any consistent pattern of in vitro growth rate that correlates 
to the stage of disease at the time of transformation with 
Epstein-Barr virus. Cells (1 .5 x 10 7 ) were washed twice with 
Dulbecco*s modified Eagle's medium lacking phosphate and 



Abbreviations: bcr f breakpoint-cluster region; CML, chronic 
myelogenous leukemia; kb, kilobase(s). 
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supplemented with 5% dialyzed fetal bovine serum. Cells 
were then resuspended in 2 ml of the minimal medium. 
Labeling was started with the addition of [ w P]orthophos- 
phate (1 mCi/ml; ICN; 1 Ci = 37 GBq) and continued at 37°C 
for 3-4 hr. 

Immunopredpitation and Immonoblottlng. Immunoprecip- 
itations were carried out as described (10). Cells (1.5 x JO 7 ) 
were washed with phosphate-buffered saline and extracted 
with 3-5 ml of phosphate lysis buffer (1% Triton X- 100/0.1 
NaDodSO 4 /0.5% deoxychoiate/10 mM Na 2 HP0 4 , pH 7.5/ 
100 mM NaCl) with 5 mM EDTA and 5 mM phenylmethyl- 
sulfonyl fluoride. Extracts were clarified by centrifugation 
and precipitated with normal or rabbit anti-abl sera (anti- 
pEX-2 or anti-pEX-5) (17). The precipitated proteins were 
electrophoresed in a NaDodS0 4 /8% polyacrylamide gel. 
M P-labeled proteins were detected by autoradiography. 
Alternatively, abl proteins were detected by immunoblotting. 
Extracts from unlabeled cells were clarified, and proteins 
were concentrated by immunopredpitation with rabbit anti- 
sera against aW-encoded proteins [anti-pEX-2 and anti-pEX- 
5 combined (17)] and then fractionated in 8% acrylamide gels. 
The proteins were transferred from the gel to nitrocellulose 
filters, using protease-facilitated transfer (18). The abl- 
enepded proteins were detected using murine monoclonal 
antibodies as a probe and peroxidase-conjugated goat anti- 
mouse second stage antibody (Bio-Rad) for development. 
Rabbit antisera and mouse monoclonal antibodies to abl 
proteins were prepared using bacterially expressed regions of 
the v-abl protein as immunogens (17, 19). Anti-pEX-2 anti- 
bodies react with the internal tyrosine kinase domain and 
anti-pEX-5 antibodies react with the carboxyl-termihal seg- 
ment of the proteins. 

RNA Analysis. RNA was extracted from 10 s cells by the 
NaDodSQi/urea/phenol method (20). Polyadenylylated 
RNA was purified by oligo(dT) affinity chromatography. 
Samples were electrophoresed in a 1% agarose/formalde* 
hyde gel and transferred to nitrocellulose, abl RNA species 
were detected by hybridization with a nick-translated \-abl 
fragment probe (21). 

DNA Analysis. DNA was prepared from 5 x 10 7 cells of 
each cell line and processed for Southern blots with a v-abl 
probe as described (21). 

RESULTS 

Variable Levels ofP210 c ^ w Are Detected in Ph l -Positive CeD 
Lines. Ph l -positive and Ph l -negative, Epstein-Barr virus- 
transformed B-lymphocyte cell lines derived from the same 
patient were examined for P210 c ^ w synthesis by immuno- 
precipitation of [ 3i P]orthophosphate-labeled cell extracts 
with anti-abl sera (Fig. 1). The normal c-aW protein P145 c "* w 
was detected at a similar level in multiple Ph^positive and 
Ph l -negative cell lines. P210 c ** bl was only detected in the 
Ph l -positive cell lines because the bcr-abl chimeric gene 
which encodes P210 c * aW resides on the Ph l (4, 5, 11, 13). The 
level of P210 c '* bl was about 4- to 5-fold higher than the level 
of P145 c ** w in the SK-CML7Bt-33 cell line (Fig. 1A, +). The 
Ph l -positive erythroid-progenitor cell line K562 (C) showed 
a level of P21(F M about 10-foid higher than P145 c ' <lW . 
However, the level of P210 c * abl was about one-fifth that of 
P145 c ^in the. Ptf-positive SK-CML16BM cell line (Fig. IB, 
+). Comparison of different autoradiographic exposures 
roughly indicated that the level of P210 c-ab ^ varies over a 
20-fold range between these Ph ! -positive B-cell lines. Anal- 
ysis of four additional Ph l -positive B-cell lines demonstrated 
that the level of P210 c * abl fell into two general classes; some 
cell lines had a level of P210 c - aW similar to SK-CML7Bt-33 
and others had the low level similar to SK-CML16BM (Table 
1). This differs from previous studies with Ph l -positive 
myeloid cell lines and patient samples derived from acute- 




Fio. 1. Detection of variable levels of P210 e * M in Fh l -positive 
B-cell lines. Production of VUS^ and P210 0 *** in Epstein-Barr 
virusrtransfonned B-cell lines derived from a blast-crisis (A) and a 
chronic-phase (£) CML patient was examined by metabolic labeling 
with [ 32 P]orthophosphate and immiinoprecipitation. Ph l *negative 
(-) and Ph l -positivc (+) cell lines derived from each patient were 
analyzed. The Ph*-negative cell line in A,- is SK-CMJ-7BN-2 and in 
B,- is SK-CML16BN-1. The Ph l -positive ceD line in A,+ is 
SK-CML7BI-33 and in B f + is SK-CML16Bt-l. The K562 cell line, a 
Ph^positive erythroid progenitor cell line spontaneously derived 
from a blast-crisis patient (33), is represented in C. Cells (1.5 x 10 7 ) 
were metabolically labeled with 2 mCi of P^Jorthophosphate for 3-4 
hr and then were extracted and clarified by centrifugation. Samples 
were immunpprecipitated with control normal serum (lanes 1), 
anti-pEX-2 Qanes 2), or anti-pEX-5 (lane's 3) and analyzed by 
NaDodS0 4 /8% PAGE followed by autoradiography with an inten- 
sifying screen (3 days for A and C, 10 days for B). 

phase CML patients, in which P210 c ** bl was detected at a 
10-fold higher level than P145**" (refs. 10 and 11; Table 1). 
There was no large difference in level of chimeric mRN A and 
P2^Qc^bi expressed in four myelotd/erythroid-Iineage Ph 1 - 
positive cell lines (K562, EM2, EM3, CML22, and BV173; 
refs. 9 and 11), despite a 4- to 5-fold amplification of 
<j&/-related sequences in the K562 cell line. 

Detection of different levels of P210 CH * W in Fig. 1 could be 
due to decreased phosphorylation of P210 c ^ w , a lower level 
of P210 c ** w synthesis, or altered stability of the protein. To 
help distinguish among these possibilities, the steady-state 
level of P210 c ** bi in the cell lines was assayed by immuno- 
blotting. The results show that SK-CML7BU33 (Fig. 2A ( +) 
had a higher level of P210 c abl than P145, similar to the results 
with metabolic labeling (Fig. 1). We did not detect P210 C ^ )I 
by immunoblotting with 2 x 10 7 cells of line SK-CML8Bt-3 
(Fig. 2B t +). Reconstruction experiments using dilutions of 
cell extracts showed that we could detect about 5-10% the 
level of P21(r > * bI expressed in the K562 cell line (data not 
shown). We infer that the steady-state level of P210 c "* bl in 
SK-CML8Bt-3 is lower than the level in SK-CML7Bt-33 by 
a factor of at least 10. The level of P210 c * bl detected in these 
assays correlated with the amount of P210 c * b! tyrosine kinase 
activity that could be detected in vitro (data hot shown). 

Different Levels of P210 c -* w Are Reflected In the Amount of 
Stable bcr-obl mRNA. To identify the basis for detection of 
variable levels of P210 c abl , we examined the production of 
the abl RNA. RNA blot hybridization analysis using a v-abl 
probe (Fig. 3) showed that the normal 6- and 7-kb c-abt 
mRN As were present at a similar level in Ph l -positive and 
-negative cell lines derived from different patients. However, 
the 8-kb mRNA that encodes' P210 c " abl was detected at a 
10-fold higher level in SK-CML7Bt-33 (Fig. 3A, +) than in 
SK-CML16BM (£, +), which correlated with the relative 
level of P210 c- * bi detected in each cell line. Analysis of 
additional cell lines demonstrated that the level of 8-kb RNA 
directly correlated with the level of P210 c * bl (Table 1). The 
variation in level of 8-kb RNA detected in these cell lines was 
not due to loss or gain of Ph l , because cytogenetic analysis 
confirmed the presence of Ph 1 in these cell lines (ref. 16 and 
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Table 1. Relative levels of bcr-abl expression in Epstein-Barr 
virus-immortalized B-cell lines and myeloid CML lines 

8-kb 



Cell line* 


CML phased 


Ph 1 * 


P210* 


mRNA* 




Br 








SK-CML8BN-10 


Chronic 








SK-CML8BN-12 


Chronic 








SK-CML16BN-1 


Chronic 








SK-CML35BN-1 


Chronic 








SK-CML7B5-33 


BC 


■ + 


+ ++ 


++ + 


SK-CML21BM 


Acc | 


+ • 


+++ 


+++ 


SK-CML21Bt-6 


Acc 


+ 


+++ 


+++ 


SK-CML8Bt-3 


Chronic 


+ 


+ 


± 


SK-CML16BM 


Chronic 


+ 


+ 


+ 


SK-CML35Bt-2 


Chronic 


+ 


+ 


+ 


K562 


BC 


+ 


+ + + + + 


+++++ 


BV173 


BC 


+ 


+ + ++.+ 


+++++ 


EM2 


BC 


+ 


++++ + 


+++++ 



♦Cell lines derived from CML patients by transformation with 
Epstein-Barr virus as described (16). Names of cell lines indicate 
patient number and Ph l status: SK-CML7Bt indicates a cell line 
derived from patient 7 that carries the 9£2 Fh 1 translocation; N 
indicates a normal karyotype. Myeloid-erythroid cell lines (K562, 
EM2, and BV173) are described in previous publications (9, 11, 22, 
33). 

'Status of patient at the time cell line was derived. BC, blast crisis; 
Acc, accelerated phase. 

♦Presence (+) or absence (-) of Ph 1 as demonstrated by karyotypic 
or Southern blot analysis. 

If^lO^ detected as described in legend to Fig. 1. B-cell lines 
derived from blast-crisis and accelerated-phase patients had levels 
of P210 3- to 5-fold higher (+++) than levels of P145. Chronic- 
phase-derived cell lines had P210 levels lower than or just equivalent 
(+) to the level of P145. Myeloid and erythroid lines had levels of 
P210 5- to 10-fold higher than P145 (+ +++ +). 

fEight-kilobase bcr-abl mRNA detected as described in legend to 
Fig. 2. Symbols: ±, borderline detectable; +++ ++, level of 8-kb 
mRNA 5- to 10-fold higher than that of the 6- and 7-kb c-oM mRNA 
species; + + + , level of 8-kb mRNA 3- to 5-fold higher than that of 
the 6- and 7-kb species; + t a level approximately equivalent to that 
of the 6- and 7-kb messages. 

data not shown). There was no difference in the copy number 
of aM-reiated sequences as judged by Southern blot analysis 
(Fig. 4). Only the K562 cell line control showed an amplifi- 
cation of abl sequences, as previously reported (22, 23). 
These combined data suggest that differential bcr-abl mRNA 
expression from a single gene template is responsible for the 
variable levels of P210 c ** w detected. This could be mediated 




— P210 



— P145 



Fig. 2. Analysis of steady-state abl protein levels by immuno- 
blotting. Cell extracts prepared from 2 x 10 7 cells of lines SK- 
CML7BN-2 (A,-) f SK-CML7Bt-33 04,+), SK-CML8BN-10 <£,-), 
and SK-CML8BI-3 (5,+) were concentrated by immunoprectp- 
itation with anti-pEX-2 plus anti-pEX-5. Samples were then electro- 
phoresed in a NaDodS0 4 /8% polyacrylamide gel and transferred to 
nitrocellulose, using protease-facilitated transfer (18). abl proteins 
were detected using a mixture of two monoclonal antibodies directed 
against the pEX-2 and pEX-5 oW-protein fragments produced in 
bacteria (19) as a probe and a peroxidase-conjugated goat anti-mouse 
second-stage antibody (Bio-Rad) for development. 




Fig. 3. Comparison of abl RNA levels In Ph l -positive and 
-negative B-cell lines. The levels of the normal 6- and 7-kb c-cW 
RN As and the 8-kb bcr-abl RNA were analyzed by blot hybridization 
using a v-abt probe. RNA was extracted from Pb'-negative lines 
SK-CML7BN-2 (A,-) and SK-CML16BN-1 (B,-) ( from Ph l -pos- 
itive lines SK-CML6Bt-33 (A,+) and SK-CML16Bt-3 (B,+), and 
from line K562 (C,+) by the NaDodSCVurea/phenol method (20). 
Polyadenyiylated RNA was purified by oligo(dT) affinity chroma- 
tography, and 15 /eg of each sample was electrophoresed in a 1% 
agarose/fbrmaldehyde gel and then transferred to nitrocellulose. The 
blotted RNAs were hybridized with a nick-translated v-abl fragment 
probe (21) and then autoradiographed for 4 days. 

by factors influencing the transcription rate of the bcr-abl 
gene or the stability of the mRNA. 

DISCUSSION 

Several lines of evidence suggest that formation of Ph 1 is not 
' the primary event that affects the stem cell in CML. Patients 
have been identified that present with the clinical picture of 
CML but only later develop Ph 1 (1). This observation, 
coupled with studies of G6PD (glucose-6-phosphate deny- 
drogenase)-heterozygous females with CML that demon- 
strate stem-cell clonality by isozyme analysis among cell 




Fio. 4. Southern blot analysis of abl sequences in Ph'-positive 
and -negative B-cell lines. High molecular weight DNA (15 /ig) was 
digested with restriction endonuclease BomHI, separated in a 0.8% 
agarose gel, and then transferred to nitrocellulose. The blotted DNA 
fragments were hybridized with a nick-translated, 2.4-kb Bgt II v-abl 
fragment (1.5 x 10 s cpm/jug; ref. 21) and exposed for 4 days. (A) 
Autoradiogram of ^/-specific fragments in cell lines HL-60 (lane 1), 
EM2 (lane 2), K562 (lane 3), SK-CML7Bt-33 (lane 4), SK-CML8Bt-3 
(lane 5), SK-CML16BM (lane 6), SK-CMUlBt-6 (lane 7), SK- 
CML35Bt-2 (lane 8), SK-CML7BN-2 (lane 9), SK-CML8BN-2 (lane 
10), and SK-CML35BN-1 Qane 11). (B) Ethidium bromide staining of 
agarose gel prior to transfer to nitrocellulose, showing the level of 
variation in amount of DNA loaded per lane. 
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populations that lack the Ph 1 marker, supports a secondary 
or complementary role for Ph 1 in the progression of the 
disease (24, 25). This chromosome marker is found in 
chronic, accelerated, and blast-crisis phases of the disease. It 
is likely that Ph 1 confers some growth advantage, since cells 
with the marker chromosome eventually predominate the 
marrow and peripheral blood even in chronic phase. During 
the phase of blast crisis, many patients develop additional 
chromosome abnormalities, including duplication of Ph 1 , a 
variety of trisomies, and complex translocations (26). This 
is suggestive evidence for Ph 1 being a necessary but not 
sufficient genetic change for the full evolution of the 
disease. 

The realization that one molecular result of Ph 1 is the 
generation of a chimeric bcr-abl protein with functional 
characteristics and structure analogous to the gag-abl trans- 
forming protein of the Abelson murine leukemia virus 
strengthens the argument for an important role of Ph 1 in the 
pathogenesis of CML. Although the Abelson virus is gener- 
ally considered a rapidly transforming retrovirus, its effects 
can range from overcoming growth factor requirements, to 
cellular lethality, to induction of highly oncogenic tumors in 
a number of hematopoietic cell lineages (27, 28). Even in the 
transformation of murine cell targets, there are several lines 
of evidence that suggest that the growth-promoting activity of 
the v-abl gene product is complemented by further cellular 
changes in the production of the malignant-cell phenotype 
(29-31). 

The regulation of bcr-abl gene expression is complex 
because the 5' end of the gene is derived from the non-06/ 
sequences, bcr, normally found on chromosome 22 (6). The 
level of stable message for the normal bcr gene and the 
normal abl gene are both much lower than the level of the 
bcr-abl message and protein from cell lines and clinical 
specimens derived from myeloid blast-crisis patients (5, 6, 
11). Therefore, the high level of bcr-abl expression cannot 
simply be attributed to the regulatory sequences associated 
with bcr. Possibly, creation of the chimeric gene disrupts the 
normal regulatory sequences and results in a higher level of 
expression. Variation in bcr-abl expression may result from 
secondary changes in the structure of the chimeric gene or 
function of fra/w-acting factors that occur during evolution of 
the disease. Our analysis of P210 c ** bl and the 8-kb mRNA in 
Epstein-Barr virus-transformed Ph^positive B-cell lines 
demonstrates that stable message and protein levels from the 
bcr-abl gene can vary over a wide range. This variation does 
not result from a change in the number of bcr-abl templates 
secondary to gene amplification but more likely from changes 
in either transcription rate or mRNA stability. We suspect 
this range of bcr-abl expression is not limited to lymphoid 
cells. Analysis of peripheral blood leukocytes derived from 
an unusual CML patient who has been in chronic phase with 
myeloid predominance for 16 years showed a level of 
P21Q c - -bl one-fifth that of PUS****, as detected by metabolic 
labeling with [ 53 P]orthophosphate and immunoprecipitation 
(S.C., O.N.W., and P. Greenberg, unpublished observa- 
tions). Lower levels of expression of the chimeric mRNA 
have been demonstrated in clinical samples from chronic- 
phase CML patients compared to acute-phase CML patients 
(9). Others have reported chronic-phase patients with vari- 
able but, in some cases, relatively high levels of the bcr-abl 
mRNA (32). The sampling variation and the heterogenous 
mixture of cell types in clinical samples complicate such 
analyses. Further work is needed to evaluate whether there 
is a defined change in P210 c ' tbl expression during the pro- 
gression of CML. It is interesting to note that among the 
limited sample of Ph ^positive B-cell lines we have examined 
(Table 1), we have seen higher levels of P210 c_tW in those 
derived from patic v. at more advanced stages of the disease. 
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It will be important to search for cell-type-specific mecha- 
nisms that might regulate expression of bcr-abl from Ph 1 . 
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Daniel Kgeys ln this reY i ew we examine the current state of proteome analysis. There are 

Ruedi Aebersold main issues discussed: why it is necessary to study proteomes; how pro- 

teomes can be analyzed with current technology; and how proteome analysis 
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1 Introduction 

A proteome has been defined as the protein complement 
expressed by the genome of an organism, or, in multicel- 
lular organisms, as the protein complement expressed by a 
tissue or differentiated cell [1]. In the most common im- 
plementation of proteome analysis the proteins extracted 
from the cell or tissue analyzed are separated by high 
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mass, spectrometry; SAGE, serial analysis of gene expression 

Keywords: Proteome / Two-dimensional polyacrylamide gel electro- 
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2 Rationale for proteome analysis 

The dramatic growth in both the number of genome 
projects and the speed with which genome sequences 
are being determined has generated huge amounts of 
sequence information, for some species even complete 
genomic sequences (115-171). The description of the 
state of a biological system by the quantitative measure- 
ment of system components has long been a primary 
objective in molecular biology. With recent technical 
advances including the development of differential dis- 
play-POR {18], cDNA microarray and DNA chip techno- 
logy [19, 20] and serial analysis of gene expression 
(SAGE) [21, 22], it is now feasible to establish global and 
quantitative mRNA expression maps of cells and tissues, 
in which the sequence of alt the genes is known, at a 
speed and sensitivity which is not matched by current 
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protein analysis technology. Given the long-standing 
paradigm in biology that DNA synthesizes RNA which 
synthesizes protein, and the ability to rapidly establish 
global, quantitative mRNA expression maps, the ques- 
tions which arise are why technically complex proteome 
projects should be undertaken and what specific types of 
information could be expected from proteome projects 
which cannot be obtained from genomic and transcript 
profiling projects. We see three main reasons for pro- 
teome analysis to become an essential component in the 
comprehensive analysis of biological systems, (i) Protein 
expression levels are not predictable from the mRNA 
expression levels, (ii) proteins are dynamically modified 
and processed in ways which are not necessarily 
apparent from the gene sequence, and (iii)proteomes 
are dynamic and reflect the state of a biological system. 

2.1 Correlation between mRNA and protein expression 
levels 

Interpretations of quantitative mRNA expression profiles 
frequently implicitly or explicitly assume that for specific 
genes the transcript levels are indicative of the levels of 
protein expression. As part of an ongoing study in our 
laboratory, we have determined the correlation of expres- 
sion at the mRNA and protein levels for a population of 
selected genes in the yeast Saccharomyces cerevisiae 
growing at mid-log phase (S. P. Gygi et a/., submitted for 
publication). mRNA expression levels were calculated 
from published SAGE frequency tables [22]. Protein 
expression levels were quantified by metabolic radioia- 
beling of the yeast proteins, liquid scintillation counting 
of the protein spots separated by high resolution 2-DE 
and mass spectrometry identification of the protein(s) 
migrating to each spot. The selected 80 samples consti- 
tute a relatively homogeneous group with respect to pre- 
dicted half-life and expression level of the protein pro- 
ducts. Thus far, we have found a general trend but no 
strong correlation between protein and transcript levels 
(Fig. 1). For some genes studied equivalent mRNA trans- 
cript levels translated into protein abundances which 
varied by more than 50-fold. Similarly, equivalent steady- 
state protein expression levels were maintained by trans- 
cript levels varying by as much as 40-fold (S. P. Gygi 
et aL, submitted). These results suggests that even for a 
population of genes predicted to be relatively homoge- 
neous with respect to protein half-life and gene expres- 
sion, the protein levels cannot be accurately predicted 
from the level of the corresponding mRNA transcript. 

2.2 Proteins are dynamically modified and processed 

In the mature, biologically active form many proteins are 
post-translationaily modified by glycosyiation, phosphor- 
ylation, prenylation, acyiation, ubiquitinatidn or one or 
more of many other modifications [23] and many pro- 
teins are only functional if specifically associated or com- 
plexed with other molecules, including DNA, RNA, pro- 
teins and organic and inorganic cofactors. Frequently, 
modifications are dynamic and reversible and may alter 
the precise three-dimensional structure and the state of 
activity of a protein. Collectively, the state of modifica- 
tion of the proteins which constitute a biological system 
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Figure /. Correlation between mRNA and protein levels in yeast cells. 
For a selected population of 80 genes, protein levels were measured 
by 35 -S-radiolabeling and mRNA levels were calculated from publi- 
shed SAGE tables. Inset: expanded view of the low abundance region. 
For more experimental details, also see Figs. 5 and 6, (S. P. Gygi et a/., 
submitted). 

are important indicators for the state of the system. The 
type of protein modification and the sites modified at a 
specific cellular state can usually not be determined 
from the gene sequence alone. 

23 Proteomes are dynamic and reflect the state of a 
biological system 

A single genome can give rise to many qualitatively and 
quantitatively different proteomes. Specific stages of the 
cell cycle and states of differentiation, responses to 
growth and nutrient conditions, temperature and stress, 
and pathological conditions represent cellular states 
which are characterized by significantly -different pro- 
teomes. The proteome, in principle, also reflects events 
that are under translation^ and post-translattonal con- 
trol. It is therefore expected that proteomics will be able 
to provide the most precise and detailed molecular des- 
cription of the state of a cell or tissue, provided that the 
external conditions defining the state are carefully deter- 
mined. In answer to the question of whether the study 
of proteomes is necessary for the analysis of biomolec- 
ular systems, it is evident that the analysis of mature pro- 
tein products in cells is essential as there are numerous 
levels of control of protein synthesis, degradation* 
processing and modification, which are only apparent by 
direct protein analysis. 



3 Description and assessment of current proteome 
analysis technology 

3.1 Technical requirements of proteome technology 

In biological systems the level of expression as well as 
the states of modification, processing and macro-molec- 
ular association of proteins are controlled and modu- 
lated depending on the state of the system. Comprehen- 
sive analysis of the identity, quantity and state of modifi- 
cation of proteins therefore requires the detection and 
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quantitation of the proteins which constitute the system, 
and analysis of differentially processed forms. There are 
a number of inherent difficulties in protein analysis 
which complicate these tasks. First, proteins cannot be 
amplified. It is possible to produce large amounts of a 
particular protein by over-expression in specific cell sys- 
tems. However, since many proteins are dynamically 
post-translationally modified, they cannot be easily am- 
plified in the form in which they finally function in the 
biological system. It is frequently difficult to purify from 
the native source sufficient amounts of a protein for 
analysis. From a technological point of view this trans- 
lates into the need for high sensitivity analytical tech- 
niques. Second, many proteins are modified and pro- 
cessed post-translationally. Therefore, in addition to the 
protein identity, the structural basis for differentially 
modified isofonns also needs to be determined. The dis- 
tribution of a constant amount of protein over several 
differentially modified isofonns further reduces the 
amount of each species, available for analysis. The com- 
plexity and dynamics of post-translational protein edit- 
ing thus significantly complicates proteome studies. 
Hiird, proteins vary dramatically with respect to their 
solubility in commonly used solvents. There are few, if 
any, solvent conditions in which ail proteins are soluble 
and which are also compatible with protein analysis. This 
makes the development of protein purification methods 
particularly difficult since both protein purification and 
solubility have to be achieved under the same condi- 
tions. Detergents, in particular sodium dodecyl sulfate 
(SDS), are frequently added to aqueous solvents to 
maintain protein solubility. The compatibility with SDS 
is a big advantage of SDS polyacrylamide gel electro- 
phoresis (SDS-PAGE) over other protein separation 
techniques. Thus, SDS-PAGE and two-dimensional gel 
electrophoresis, which also uses SDS and other deter- 
gents, are the most general and preferred methods for 
the purification of small amounts of proteins, provided 
that activity does not necessarily need to be maintained. 
Lastly, the number of proteins in a given cell system is 
typically in the thousands. Any attempt to identify and 
categorize all of these must use methods which are as 
rapid as possible to allow completion of the project 
within a reasonable time frame. Therefore, a successful, 
general proteomics technology requires high sensitivity, 
high throughput, the ability to differentiate differentially 
modified proteins, and the ability to quantitatively dis- 
play and analyze all the proteins present in a sample. 

3 2 2-D electrophoresis — mass spectrometry: a common 
implementation of proteome analysis 

The most common currently used implementation of 
proteome analysis technology is based on the separation 
of proteins by two-dimensional (IEF/ SDS-PAGE) gel 
electrophoresis and their subsequent identification and 
analysis by mass spectrometry (MS) or tandem mass 
spectrometry (MS/MS). In 2-DE, proteins are first separ- 
ated by isoelectric focusing (IEF) and then by SDS- 
PAGE, in the second, perpendicular dimension. Separ- 
ated proteins are visualized at high sensitivity by staining 
or autoradiography, producing two-dimensional arrays of 
proteins. 2-DE gels are, at present, the most commonly 
used means of global display of proteins in complex 



samples. The separation of thousands of proteins has 
been achieved in a single gel [24, 25J and differentially 
modified proteins are frequently separated. Due to the 
compatibility of 2-DE with high concentrations of deter- 
gents, protein denaturants and other additives promoting 
protein solubility, the technique is widely used. 

The second step of this type of proteome analysis is the 
identification and analysis of separated proteins. Individ- 
ual proteins from polyacrylamide gels have traditionally 
been identified using W-terminal sequencing [26, 27], 
internal peptide sequencing [28, 29J, immunoblotting or 
comigration with known proteins [30]. The recent dra- 
matic growth of large-scale genomic and expressed 
sequence tag (EST) sequence databases has resulted in a 
fundamental change in the way proteins are identified by 
their amino acid sequence. Rather than by the traditional 
methods described above, protein sequences are now fre- 
quently determined by correlating mass spectral or 
tandem mass spectral data of peptides derived from pro- 
teins, with the information contained in sequence data- 
bases [31-33]. 

There are a number of alternative approaches to pro- 
teome analysis currently under development. There is 
considerable interest in developing a proteome analysis 
stragegy which bypasses 2-DE altogether, because it is 
considered a relatively slow and tedious process, and 
because of perceived difficulties in extracting proteins, 
from the gel matrix for analysis. However, 2-DE as a 
starting point for proteome analysis has many advan- 
tages compared to other techniques available today. The 
most significant strengths of the 2-DE-MS approach 
include the relatively uniform behavior of proteins in 
gels, the ability to quantify spots and the high resolution 
and simultaneous display of hundreds to thousands of 
proteins within a reasonable time frame. 

A schematic diagram of a typical procedure of the identi- 
fication of gel-separated proteins is shown in Fig. 2. Pro- 
tein spots detected in the gel are enzymaticaliy or chemi- 
cally fragmented and the peptide fragments are isolated 
for analysis, as already indicated, most frequently by MS 
or MS/MS. There are numerous protocols for the gener- 
ation of peptide fragments from gel-separated proteins. 
They can be grouped into two categories, digestion in 
the gel slice [28, 34] or digestion after electrotransfer out 
of the gel onto a suitable membrane ([29, 35-37] and 
reviewed in [38]). In most instances either technique is 
applicable and yields good results. The analysis of MS or 
MS/MS data is an important step in the whole process 
because MS instruments can generate an enormous 
amount of information which cannot easily be managed 
manually. Recently, a number of groups have developed 
software systems dedicated to the use of peptide MS 
and MS /MS spectra for the identification of proteins. 
Proteins are identified, by correlating the information 
contained in the MS spectra of protein digests or 
MS/MS spectra of individual peptides with data con- 
tained in DNA or protein sequence databases. 

The systems we are currently using in our laboratory are 
based on the separation of the peptides contained in pro- 
tein digests by narrow bore or capillary liquid chromatog- 
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figure 2. Schematic diagram of a procedure for identification of gel- 
separated proteins. Peptides can either be separated by a technique 
such as LC or CE, or infused as a mixture and sorted in the MS. Data- 
base searching can either be performed on peptide masses from an 
MS spectrum, peptide fragment masses from CID spectra of peptides, 
or a combination of both. 

raphy [39, 40] or capillary electrophoresis [41], the anal- 
ysis of the separated peptides by electrospray ioniza- 
tion (ESI) MS/MS, and the correlation of the generated 
peptide spectra with sequence databases using the 
SEQUEST program developed at the University of Wash- 
ington [32, 33]. The system automatically performs the 
following operations: a particular peptide ion character- 
ized by its mass-to-charge ratio is selected in the MS out 
of all the peptide ions present in the system at a parti-, 
cular time; the selected peptide ion is collided in a colli- 
sion cell with argon (collision-induced dissociation, 
CID) and the masses of the resulting fragment ions are 
determined in the second sector of the tandem MS; this 
experimentally determined CID spectrum is then corre- 
lated with the CID spectra predicted from all the pep- 
tides in a sequence database which have essentially the 
same mass as the peptide selected for CID; this correla- 
tion matches the isolated peptide with a sequence seg- 
ment in a database and thus identifies the protein from 
which the peptide was derived. There are a number of 
alternative programs which use peptide CID spectra for 
protein identification, but we use the SEQUEST system 
because it is currently the most highly automated pro- 
gram and has proven to be successful, versatile and 
robust. 

33 Protein identification by LC-MS/MS, capillary 
LC-MS/MS and CE-MS/MS 

It has been demonstrated repeatedly that MS has a very 
high intrinsic sensitivity. For the routine analysis of gel- 
separated proteins at high sensitivity, the most signif- 
icant challenge is the handling of small amounts of 
sample. The crux of the problem is the extraction and 
transferal of peptide mixtures generated by the digestion 
of low nanogram amounts of protein, from gels into the 
MS/MS system without significant loss of sample or 
introduction of unwanted contaminants. We employ 
three different systems for introducing gel-purified sam- 
ples into an MS, depending on the level of sensitivity 
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required. As an approximate guideline, for samples con- 
taining tens of picomoles of peptides, LC-MS/MS is 
most appropriate; for samples containing low picomole 
amounts to high femtomole amounts we use capillary 
LC-MS/MS; and for samples containing femtomoles or 
less, CE-MS/MS is the method of choice. 

33.1 LC-MS/MS 

The coupling of an MS to an HPLC system using a 
0.5 mm diameter or bigger reverse phase (KP) column 
has been described in detail [42]. This system has several 
advantages if a large number of samples are to be ana- 
lyzed and all are available in sufficient quantity. The 
LC-MS and database searching program can be run in a 
fully automated mode using an autosampler, thus maxi- 
mizing sample throughput and minimizing the need for 
operator interference. The relatively large column is 
tolerant of high levels of impurities from either gel prep- 
aration or sample matrix. Lastly, if configured with a 
flow-splitter and micro-sprayer [40], analyses can be per- 
formed on a small fraction of the sample (less than 5%) 
while the remainder of the sample is recovered in very 
pure solvents. This latter feature is particularly useful 
when an orthogonal technique is also used to analyze 
peptide fractions, such as scintillation of an introduced 
radiolabel, and this data can be correlated with peptides 
identified by CID spectra. 

332 Capillary LC-MS 

An increase of sensitivity of approximately tenfold can be 
achieved by using a capillary LC system with a 100 vm ID 
column rather than a 0.5 mm ID column as referred to 
above. Since very low flow rates are required for such 
columns, most reports have used a precolumn flow split- 
ting system for producing solvent gradients. We have 
recently desribed the design and construction of a novel 
gradient mixing system which enables the formation 
of reproducible gradients at very low flow rates (low 
nL/min) without the need for flow splitting (A. Ducret 
et a/., submitted for publication). Using this capillary 
LC-MS/MS system we were able to identify gel-separat- 
ed proteins if low picomole to high femtomole amounts 
were loaded onto the gel [40]. This system is as yet not 
automated and, like all capillary LC systems, is prone to 
blockage of the columns by microparticulates when ana- 
lyzing gel-separated proteins. 

333 CE-MS/MS 

Ibe highest level of sensitivity for analyzing gel-sep- 
arated proteins can be achieved by using capillary elec- 
trophoresis - mass spectrometry (CE-MS). We have de- 
scribed in the past a solid-phase extraction capillary elec- 
trophoresis (SPE-CE) system which was used with triple 
quadrupoie and ion trap ESI-MS/MS systems for the 
identification of proteins at the low femtomole to sub- 
femtomole sensitivity level [43, 44]. While this system is 
highly sensitive, its operation is labor-intensive and its 
operation has not been automated. In order to devise an 
analytical system with both the sensitivity of a CE and 
the level of automation of LC, we have constructed 
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Figure J. Schematic illustration of a 
microfabricated analytical system for CE, 
consisting of a micromachined device, 
coated capillary electroosmotic pump, 
and microelectrospray interface, the 
dimensions of the channels and reservoir 
are as indicated in the text. The channels 
on the device were graphically enhanced 
to make them more visible. Reproduced 
from [45], with permission. 



microfabricated devices for the introduction of samples 
into ESI-MS for high-sensitivity peptide analysis. 

The basic device is a piece of glass into which channels 
of 10-30 nm in depth and 50-70 urn in diameter are 
etched by using photolithography/etching techniques 
similar to the ones used in the semiconductor industry. 
(A simple device is shown in Fig. 3). Ihe channels are 
connected to an external high voltage power supply [45]. 
Samples are manipulated on the device and off the 
device to the MS by applying different potentials to the 
reservoirs. This creates a solvent flow by electroosmotic 
pumping which can be redirected by changing the posi- 
tion of the electrode. Therefore, without the need for 
valves or gates and without any external pumping, the 
flow can be redirected by simply switching the position 
of the electrodes on the device. The direction and rate of 
the flow can be modulated by the size and the polarity 
of the electric field applied and also by the charge state 
of the surface. 

The type of data generated by the system is illustrated in 
Fig. 4, which shows the mass spectrum of a peptide sample 
representing the tryptic digest of carbonic anhydrase at 
290 fmol/uL. Each numbered peak indicates a peptide suc- 
cessfully identified as being derived from carbonic an- 



hydrase. Some of the unassigned signals may be chemical •;. 
or peptide contaminants. The MS is programmed to auto- 
matically select each peak and subject the peptide to CID. 
The resulting CID spectra are then used to identify the 
protein by correlation with sequence databases. Therefore, 
this system allows us to concurrently apply a number of 
protein digests onto the device, to sequentially mobilize 
the samples, to automatically generate CID spectra of 
selected peptide ions and to search sequence databases 
for protein 'identification'. These steps are performed auto- 
matically without the need for user input and proteins can 
be identified at very low femtomole level sensitivity at a 
rate of approximately one protein per 15 min. • ■ } ■ 

3.4 Assessment of 2-DE-MS proteome technology 

Using a combination of the analytical techniques de- 
scribed above we have identified the 80 protein spots 
indicated in Fig. 5. The protein pattern was generated by 
separating a total of 40 microgram of protein contained 
in a total cell lysate of the yeast strain YPH499 by high 
resolution 2-DE and silver staining of the separated pro- 
teins. To estimate how far this type of proteome analysis 
can penetrate towards the identification of low abun- 
dance proteins, we have calculated the codon bias of the 
genes encoding the respective proteins.tCodon bias is a 




Figure 4. MS spectrum of a tryptic digest 
of carbonic anhydrase using the microfa- 
bricated system shown in Fig. 3. 290 
fmol/uL of carbonic anhydrase tryptic 
digest was infused into a Finnigan LCQ 
ion trap MS. Each peak was selected for 
CID, and those which were identified as 
containing peptides derived from car- 
bonic anhydrase are numbered. Repro- 
duced from (45), with permission. 
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5 2-DE seDaration of a lysate of yeast cells, with identified proteins highlighted. The first dimension of separation was an IPG from 
JK-li Jd tKS5 dlensL was a 10%T SDS-PAGE gel. Proteins were visualized by silver staining. Further details of experimental 
procedures are included in S. P. Gygi el aL (submitted). 



calculated measure of the degree of redundancy of trip- 
let DNA codons used to produce each amino acid in a 
particular gene sequence. It has been shown to be a 
useful indicator of the level of the protein product of a 
particular gene sequence present in a cell [46]. Hie gen- 
eral rule which applies is that the higher the value of the 
codon bias calculated for a gene, the more abundant the 
protein product of that gene becomes. The calculated 
codon bias values corresponding to the proteins identi- 
fied in Fig. 5 are shown in Fig. 6b. Nearly all of the pro- 
teins identified (> 95%) have codon bias values of > 0.2, 
indicating they are highly abundant in cells. In contrast, 
codon bias values calculated for the entire yeast genome 
(Fig. 6a) show that the majority of proteins present in 
the proteome have a codon bias of < 0.2 and are thus of 
low abundance. 

This finding is of considerable importance in our assess- 
ment of the current status, of proteome analysis technol- 
ogy. It is clear that even using highly sensitive analytical 
techniques, we are only able to visualize and identify the 



more abundant proteins. Since many important regula- 
tory proteins are present only at low abundance, these 
would not be amenable to analysis using such tech- 
niques. This situation would be exacerbated in the anal- 
ysis of proteomes containing many more proteins than 
the approximately 6000 gene products present in yeast 
cells [16]. In the analysis of, for example, the proteome 
of any human cells, there are potentially 50000-100000 
gene products [47]. Inherent limitations on the amount 
of protein that can be loaded on 2-DE, and the number 
of components that can be resolved, indicate that only 
the most highly abundant fraction of the many gene 
products could be successfully analyzed. One approach 
that has been employed to circumvent these limitations 
is the use of very narrow range immobilized pH gradient 
strips for the first-dimension separation of 2^DE [48]. 
Since only those proteins which focus within the narrow 
range will enter the second dimension of separation, a 
much higher sample loading within the desired range is 
possible. This, in turn, can lead to the visualization and 
identification of less abundant proteins. 
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Figure 6. Calculated codon bias values for yeast proteins. (A) Distribu- 
tion of calculated values for the entire yeast proteome. (B) Distribu- 
tion of calculated values for the subset of 80 identified proteins also 
shown in Figs. 1 and 5. Further details of experimental procedures are 
included in S. P. Gygi et a/, (submitted).. 



4 Utility of proteome analysis for biological 
research 

For the success of proteomics as a mainstream approach 
to the analysis of biological systems it is essential to 
define how proteome analysis and biological research 
projects intersect. Without a clear plan for the implemen- 
tation of proteome-type approaches into biological re- 
search projects the full impact of the technology can not 
be realized. The literature indicates that proteome anal- 
ysis is used both as a database/data archive, and as a bio- 
logical assay or biological research tool. 

4.1 The proteome as a database 

The use of proteomics as a database .or data archive 
essentially entails an attempt to identify all the proteins 
in a cell or species and to annotate each protein with the 
known biological information that is relevant for each 
protein. The level of annotation can, of course, be exten- 
sive.' The most common implementation of this idea is 
the separation of proteins by high resolution 2-DE, the 
identification of each detected protein spot and the 
annotation of the protein spots in a 2-DE gel database 
format. This approach is complicated by the fact that it is 
difficult to precisely define a proteome and to decide 
which proteome should be represented in the database. 
In contrast to the genome of a species, which is essen- 
tially static, the proteome is highly dynamic. Processes 
such as differentiation, cell activation and disease can all 
significantly change the proteome of a species. This is 
illustrated in Fig. 7. The figure shows two high-resolu- 
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tion 2-DE maps of proteins isolated from rat serum. 
Fig. 7A is from the serum of normal rats, while Fig. 7B 
is from the serum of rats in acute-phase serum after 
prior treatment with an inflammation-causing agent [49]. 
It is obvious that the protein patterns are significantly 
different in several areas, raising the question of exactly 
which proteome is being described. 

Therefore, a comprehensive proteome database of a spe- 
cies or cell type needs to contain all of the parameters 
which describe the state and the type of the cells from 
which the proteins were extracted as well as the software 
tools to search the database with queries which reflect 
the dynamics of biological systems. A comprehensive 
proteome database should be capable of quantitatively 
describing the fate of each protein if specific systems 
and pathways are activated in the cell. Specifically, the 
quantity, the degree of modification, the subcellular loca- 
tion and the nature of molecules specifically interacting 
with a protein as well as the rate of change of these 
variables should be described. Using these admittedly 
stringent criteria, there is currently no comlete proteome 
database. A number of such databases are, however, in 
the process of being constructed. The most advanced 
among them, in our opinion, are the yeast protein data- 
base YPD [50J (accessible at http://www.ypd.com) and 
the human 2D-PAGE databases of the Danish Centre 
for Human Genome Research [12] (accessible at http:// 
biobase.dk/cgi-bin/celis). While neither can be con- 
sidered complete as not all of the potential gene pro- 
ducts are identified, both contain extensive annotation 
of supplemental information for many of the spots 
which aire positively identified in reference samples. 

4.2 The proteome as a biological assay 

The use of proteome analysis as a biological assay or 
research tool represents an alternative approach to inte- 
grating biology with proteomics. To investigate the state 
of a system, samples are subjected to a specific proceess 
that allows the quantitative or qualitative measurement 
of some of the variables which describe the system. In 
typical biochemical assays one variable (eg., enzyme 
activity) of a single component (e.g., a particular en- 
zyme) is measured. Using proteomics as an assay, mul- 
tiple variables (e.g., expression level, rate of synthesis, 
phosphorylation state, etc.) are measured concurrently 
on many (ideally all) of the proteins in a sample. The 
use of proteomics as an assay is a less far-reaching prop- 
osition than the construction of a comprehensive pro- 
teome database. It does, however, represent a pragmatic 
approach which can be adapted to investigate specific 
systems and pathways, as long as the interpretation of 
the results takes into account that with current technol- 
ogy not all of the variables which describe the system 
can be observed (see Section 3.4). 

A common implementation of proteome analysis as a 
biological assay is when a 2-DE protein pattern gener- 
ated from the analysis of an experimental sample is 
compared to an array of reference patterns representing 
different states of the system under investigation. Hie 
state of the experimental system at the time the sample 
was generated is therefore determined by the quantita- 
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tive comparative analysis of hundreds to a few thousand 
oroteins. Comparative analysis of the 2-DE patterns fur- 
thermore highlights quantitative and qualitative differ- 
es in t he protein, profiles which correlate with the 
state of the system. For this type of analysis it is not 
essential that all the proteins are identified or even visu- 



alized, although the results become more informative as 
more proteins are compared. It is obvious, however, that 
the possibility to identify any protein deemed character- 
istic for a particular state dramatically enhances this 
approach by opening up new avenues for experimenta- 
tion. 
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Figure 7. High resolution 2-DE map of proteins isolated from rat serum with or. without prior exposure to an inflam- 
mation-causing agent. (A) normal rat serum, (B) acute-phase serum from rats which had previously been exposed to 
an inflammation-causing agent. The first dimension of separation is an IPG from pH 4-10, and the second dimen- 
sion is a 7.5-17.5%T gradient SDS-PAGE gel. Proteins were visualized by staining with amido black. Further details 
of experimental procedures are included in (14, 49]. 
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Proteome analysis as a biological assay has been success- 
fully used in the field of toxicology, to characterize 
disease states or to study differential activation of cells. 
The approach is limited, of course, by the fact that only 
the visible protein spots are included in the assay, and it 
is well known that a substantial but far from complete 
fraction of cellular proteins are detected if a total cell 
lysate is separated by 2-DE. Proteins may not be 
detected in 2-DE gels because they are not abundant 
enough to be visualized by the detection method used, 
because they do not migrate within the boundaries (size, 
p/) resolved by the gel, because they are not soluble 
under the conditions used, or for other reasons. 

A different way to use proteome analysis as a biological 
assay to define the state of a biological system is to take 
advantage of the wealth of information contained in 
2-DE protein patterns. 2-DE is referred to as two-dimen- 
sional because of the electrophoretic mobility and the 
isoelectric points which define the position of each pro- 
tein in a 2-DE pattern. In addition to the two dimen- 
sions used to generate the protein patterns, a number of 
additional data dimensions are contained in the protein 
patterns. Some of these dimensions such as protein 
expression level, phosphorylation state, subcellular loca- 
tion, association with other proteins, rate of synthesis or 
degradation indicate the activity state of a protein or a 
biological system. Comparative analysis of 2-DE protein 
patterns representing different states is therefore ideally 
suited for the detection, identification and analysis of 
suitable markers. Once again it must be emphasized that 
in this type of experiment only a fraction of the cellular 
proteins is analyzed. Since many regulatory proteins are 
of low abundance, this Limitation is a concern, particu- 
larly in cases in which regulatory pathways are being 
investigated. 

5 Concluding remarks 

In this report we have addressed three main issues 
related to proteome analysis. First, we have discussed 
the rationale for studying proteomes. Second, we have 
assessed the technical feasibility of analyzing proteomes 
and described current proteome technology, and third, 
we have analyzed the utility of proteome analysis for bio- 
logical research. It is apparent that proteome analysis is 
an essential tool in the analysis of biological systems. 
The multi-level control of protein synthesis and degrada- 
tion in cells means that only the direct analysis of 
mature protein products can reveal their correct identi- 
ties, their relevant state of modification and/or associa- 
tion and their amounts. ■ Recently developed methods 
have enabled the identification of proteins at ever- 
increasing sensitivity levels and at a high level of auto- 
mation of the analytical processes; A number of tech- 
nical challenges, however, remain. While it is currently 
possible to identify essentially any protein spots that can 
be visualized by common staining methods, it is ap- 
parent that without prior enrichment only a relatively 
small and highly selected population of long-lived, 
highly expressed proteins is observed. There are many 
more proteins in a given cell which are not visualized by 
such methods. Frequently it is the low abundance pro- 
teins that execute key regulatory functions. 
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We have outlined the two principal ways proteome anal- 
ysis is currently being used to intersect with biological 
research projects: the proteome as a database or data 
archive and proteome analysis as a biological assay. Both 
approaches have in common that at present they are con- 
ceptually and technically limited. Current proteome data- 
bases typically are limited to one cell type and one state 
of a cell and therefore do not account for the dynamics 
of biological systems. The use of proteome analysis as a 
biological assay can provide a wealth of information, but 
it is limited to the proteins detected and is therefore not 
truly proteome-wide. These limitations in proteomics are 
to a large extent a reflection of the fact that proteins in 
their fully processed form cannot easily be amplified and 
are therefore difficult to isolate in amounts sufficient for 
analysis or experimentation. The fact that to date no 
complete proteome has been described further attests to 
these difficulties. With continued rapid progress in pro- 
tein analysis technology, however, we anticipate that the 
goal of complete proteome analysis will eventually 
become attainable. 
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High-throughput technologies, such as proteomic screening and DNA micro-arrays, produce vast 
amounts of data requiring comprehensive analytical methods to decipher the biologically relevant 
results. One approach would be to manually search the biomedical literature; however, this would be 
an arduous task. We developed an automated literature-mining tool, termed MedGene, which 
comprehensively summarizes and estimates the relative strengths of all human gene-disease 
relationships in Medline. Using MedGene, we analyzed a novel micro-array expression dataset 
comparing breast cancer and normal breast tissue in the context of existing knowledge, We found no 
correlation between the strength of the literature association and the magnitude of the difference in 
expression level when considering changes as high as 5-fold; however, a significant correlation was 
observed (r — 0.41; p = 0.05) among genes showing an expression difference of 10-fold or more. 
Interestingly, this only held true for estrogen receptor (ER) positive tumors, not ER negative. MedGene 
identified a set of relatively understudied, yet highly expressed genes in ER negative tumors worthy of 
further examination. 

Keywords: bioinformatics • micro-array • text mining • gene-disease association • breast cancer 



Introduction 

At its current pace, the accumulation of biomedical literature 
outpaces the ability of most researchers and clinicians to stay 
abreast of their own immediate fields, let alone cover a broader 
range of topics. For example, to follow a single disease, e.g.. 
breast cancer, a researcher would have had to scan 130 different 
journals and read 27 papers per day in 1999.' This problem is 
accentuated with high-throughput technologies such as DNA 
micro-arrays and proteomics, which require the analysis of 
large datasets involving thousands of genes, many of which are 
unfamiliar to a particular researcher. In any microarray experi- 
ment, thousands of genes may demonstrate statistically sig- 
nificant expression changes, but only ajraction of these may 
te~rdevamlo thestudy. The ability to interpret these^atasets" 
would be enhanced if they could be compared to a compre- 
hensive summary of what is known about all genes. Thus, there 
is a need to summarize existing knowledge in a format that 
allows for the rapid analysis of associations between genes and 
diseases or other specific biological concepts. 

One solution to this problem is to compile structured digital 
resources, such as the Breast Cancer Gene Database 1 and the 
Tumor Gene Database. 2 However, as these resources are hand- 
curated, the labor-intensive review process becomes a rate- 
limiting step in the growth of the database. As a result, these 
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databases have a limited scale and the genes are not selected 
in a systematic fashion. 

An alternative approach is automated text mining; a method 
which involves automated information extraction by searching 
documents for text strings and analyzing their frequency and 
context. This approach has been used successfully in several 
instances for biological applications. In most cases, it has been 
applied to extract information about the relationships or 
interactions that proteins or genes have with one another, in 
the literature or by functional annotation. 3-7 Thus far, few 
publication have applied text-mining to examine the global 
relationships between genes and diseases. Perez-Iratxeta et al. 
automatically examined the GO (Gene Ontology) annotation 
of genes an d their p redi cted chromosomal locations in o rder 
To idenUfy genes linked to inherited disorders. 8 " 

To obtain a. more global understanding of disease develop- 
ment, it would be valuable to incorporate information regarding 
all possible gene-disease relationships, including biochemical, 
physiological, pharmacological, epidemiological, as well as 
genetic. This information would enable comprehensive com- 
parisons between large experimental datasets and existing 
knowledge in the literature. This would accomplish two things. 
First, it would serve to validate experiments by demonstrating 
that known responses occur as predicted. Second, It would 
rapidly highlight which genes are corroborated by the literature 
and which genes are novel in a given context. We have utilized 
a computational approach to literature mining to produce a 
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comprehensive set of gene-disease relationships. In addition, 
we have developed a novel approach to assess the strength of 
each association based on the frequency of citation and co- 
citation. We applied this tool to help interpret the data from a 
large micro-array gene expression experiment comparing 
normal and cancerous breast tissue. 

Methods 

MedGene Database. MedGene is a relational database, stor- 
ing disease and gene information from NCBI, text mining re- 
sults, statistical scores, and hypcriinks to the primary lit- 
erature. MedGene has a web-based user interface for users to 
query the database (http://hipscq.med.harvard.edu/MedGene/). 

Text Mining Algorithms. McSH files were downloaded from 
the MeSH web site at NLM (Nation Library of Medicine) (http:// 
www.nlm.nih.gov/mesh/meshhome.html) and human disease 
categories were selected. LocusLink files were downloaded from 
the LocusLink web site at NCBI (http://www.ncbi.nih.gov/ 
LocusLink/). Official/preferred gene symbol, official/preferred 
gene name, and gene alternative symbols and names, all 
relevant annotations and URLs for each LocusLink record, were 
collected. Gene search terms were used for literature searching 
and included all qualified gene names, gene symbols, and gene 
family terms. Primary gene keys, predominantly qualified gene 
family terms and gene official/preferred symbols, were used 
to index Medline records. If the official/preferred gene symbols 
did not meet the standards to be an index, then qualified gene 
official/preferred names were used. A local copy of Medline 
records (up to July, 2002) was pre selected. 

A JAVA module examined the MeSH terms and then indexed 
each Medline record with the appropriate disease terms. A 
separate JAVA module was used to examine the titles and 
abstracts for gene search terms and then to index the gene- 
related Medline records with the relevant primary gene key(s). 
Statistical Methods. For every gene and disease pair, we 
counted records that were indexed for both gene and disease 
(double positive hits), for disease only (disease single hits), for 
gene* only (gene single hits), and for neither gene nor disease 
(double negative hits) to generate a 2 x 2 contingency table. 
On the basis of the contingency table-framework, we applied 
different statistical methods to estimate the strength of gene- 
disease relationships and evaluated the results. These methods 
included chi-square analysis. Fisher's exact probabilities, rela- 
tive risk of gene, and relative risk of disease 16 (http:// 
hipseq.med.harvard.edu/MedGene/). In addition, we computed 
the "product of frequency", which is the product of the 
proportion of disease/gene-double hits-to disease single-hits 
and the proportion of disease/gene double hits to gene single 
hits. To obtain a normal distribution, wc transformed all the 
statistical scores using the natural logarithm. We selected the 
log of the product of frequency (LPF) to validate MedGene and 
to use for the analysis with the micro-array data. Spearman 
rank-correlation coefficients were used to assess the linear 
relationship between LPF and micro-array fold change in 
expression level. 

Global Analysis. Diseases with at least 50 related genes were 
selected for clustering analysis, and the LPF scores were 
normalized with total score for each disease. Hierarchical 
clustering was done with the "Cluster" software and the 
clustering result was visualized using TreeViewer" (http:// 
rana.lbl.gov/EisenSoftware.htm) 
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Breast Tissue Micro-Arrays. Eighty-nine breast cancer 
samples (79% ER- positive) and 7 normal breast tissue samples • 
were selected from the Harvard Breast SPORE frozen tissue 
repository and were representative of the spectrum of histo- 
logical types, grades, and hormone receptor immuno-pheno- 
types of breast cancer. Biotinylated cRNA, generated from lh» 
total RNA extracted from the bulk tumor, was hybridized to 
AfTymetrix U95A oligo-nucleotide micro-arrays. These micro- 
arrays consist ofl2 400 probes, which represent approximately 
9000 genes. Raw expression values were obtained using GENE- 
CHIP software from Affymetrix, and then further analyzed using 
the DNA-Chip Analyzer (dChip) custom software. 

Results 

Automated Indexing of Medline Records by Disease and 
Gene. To study the gene-disease associations in the literature, 
we first compiled complete lists for human diseases and human 
genes. To index all Medline records that were relevant to 
human diseases, the Medical Subject Heading (MeSH) index 
of Medline records was utilized. MeSH is a controlled medical 
vocabulary from the National Library of Medicine and consists 
of a set of terms or subject headings that arc arranged in both 
an alphabetic and an hierarchical structure. Medline records 
are reviewed manually and MeSH terms arc added to each with 
software assistance, 9 10 Twenty-three human disease category 
headings along with all of their child terms (see the Supporting 
Information, Supplemental Table 1, or visit http://hipseq. 
med.harvard.edu/MedGene/publication/s_TabIe l.html) were 
selected from the 2002 MeSH index creating a list of 4033 
human diseases. 

No index comparable to the MeSH index exists for genes, 
and thus, it was necessary to apply a string search algorithm 
for gene names or symbols found in Medline text. A complete 
list of genes, gene names, gene symbols, and frequently used 
synonyms were collected from the LocusLink database at 
NCBI." 12 which contains 53 259 independent records keyed 
by an official gene symbol or name Qune 18 ,h , 2002). For the 
purposes of this study, no distinction was made between genes 
and their gene products. Authors often use the same name for 
both, differentiating the two only by the use of italics, if at all. 
For the intended use of this study, this lack of distinction is 
unlikely to have a large effect and may in fact be beneficial. 

Initial attempts to search the literature using these lists 
revealed several sources of false positives and false negatives 
(Table 1). False positives primarily arose when the searched 
term had other meanings, whereas false negatives arose from 
syntax discrepancies necessitating the development of filters 
-to. reduce these errors. The.syntax jssues_werej^adi!y handled 
by including alternate syntax forms in the search terms. The 
false positive cases, caused by duplicative and unrelated 
meanings for the terms, were more difficult to manage. Where 
possible, case sensitive string mapping reduced inappropriate 
citations. In many cases, however, this was not sufficient and 
the terms had to be eliminated entirely, thereby reducing the 
false positive rate but unavoidably under-representing some 
genes. 

For the purposes of data tracking, a primary gene key was 
selected to represent all synonyms that correspond to each 
gene. Medline records were indexed with a primary gene key 
when any synonym for that key was found in the title or 
abstract. Case-insensitive string mapping was used for all 
searches except as noted above. No additional weight was 
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Table 1. Systematic Sources of False Positives and False Negatives in Unflltered Data" 



source of error 



error type 



example 



PtUer solution 



gene symbol/name false positive 

is not unique 



gene symbol is false positive 

unrelated abbreviation 

gene symbol/name false positive 

has language meaning 

nonstandard syntax false negative 

unofficial gene name/symbol false negative 

nonspeclfied gene name false negative 



AM C— myelin 

associated glycoprotein 
/MC-malignancy-associated 

protein 

fi4-pallid homologue (mouse). 

paliidin (also abbrev, for Pennsylvania) 
IVAS-Wiskott-Aldrich Syndrome 

(also the word "was") 
BAG- 1 instead of BACi 
P53 instead of TP53 
estrogen receptor instead of 

Estrogen receptor 1 



eliminate this term 

eliminate this term 

case-sensitive string search 

add dash term 

add all gene nicknames 

add family stem term 



* In preliminary studies, Medline was searched for co-oecurrencc of genes and diseases and the resulting output was evaluated to identify error sources that 
were amenable to global filters, fcach error source is categorized by the lype of error it causes: false positives arc suggested relationships that arc not real and 
false negatives are real relationships that are underre presented. The fitter solutions used are indicated. Note that in some cases, the filter solution itself introduces 
error. In general, error rates maximized sensitivity, even at the expense of specificity if needed. 



added for multiple occurrences of a term or the co-occurrence 
of multiple synonyms for the same gene key, 

Medline records were searched with all qualified gene 
identifiers, such as the official/preferred gene symbol, the 
official/preferred gene name, all gene nicknames and all syntax 
variants. In situations where there are several members of a 
gene family or splice variants, some authors prefer to use a 
shortened gene family name, e.g., estrogen receptor instead of 
estrogen receptor 1 {ESRI), creating a source of false negatives. 
For this reason, gene family stem terms were created for all 
genes that have an alpha or numerical suffix (e.g.. IL2RA, TGFp, 
ESRI, etc.) and then used to search the literature. The family 
stem terms were handled separately from the specific gene 
names so that it would be clear when linkages were made to 
the gene family versus a specific member in that family. 

To improve performance and accuracy, some prc-selection 
was applied to the records that were scanned. First, review 
articles were eliminated to avoid redundant treatment of 
citations. Second, non-English journals were removed because 
the natural language filters were only relevant to English 
publications. Finally, journals unlikely to contain primary data 
about gene-disease relationships were also removed (e.g.. Int. 
J. Health Educ, Bedside Nurse, and / Health Econ.). Together, 
these filters reduced the 12 198 221 Medline publications (July 
2002) by 37%. 

Ranking the Relative Strengths of Gene-Disease Associa- 
tions. In total, there were 618 708 gene-disease co-citations, 
in which 16% (8297) of all studied genes had been associated 
to a disease and 96% (3875) of all diseases had been associated 
to at least one gene. To rank the relative strengths of gene 
"disease^ relationships, we ~~tested"sevefaT different" statistical 
methods and examined the results. With the exception of the 
relative risk estimates, the methods provided similar results 
with respect to the rank order of the gene-disease association 
strengths. However, after comparing the results to other 
databases and after consulting disease experts, the log of the 
product of frequency (LPF) was selected for further analysis 
because it gave the best results overall. 

Validation of MedGene, In developing this tool, it was 
important to minimize the number of missed genes (false 
negatives) and miscalled genes (false positives). However, in 
situations when these goals were in conflict, inclusiveness was 
prioritized. To determine the false negative rate in MedGene. 
breast cancer was used as a test case because it was associated 
with more genes than any other human disease and because 




Figure 1. Estimation of the false negative rate by comparison 
with hand-curated databases. The breast cancer-related genes 
identified by MedGene were compared with those listed in 
several other databases including the Tumor Gene ; Database 
(TGD). 2 the Breast Cancer Gene Database(BCG). 1 GeneCards 
(GC) 17 and Swissprot. 18 Genes were considered false negatives 
if they were represented in at least one of these other databases 
and not in MedGene and their link to breast cancer was sup- 
-ported by at least one Jiterature referen^^ 
were verified by manual review to confirm their validity. The 
number of genes in each database or shared by more than one 
database is indicated. The false negative rate was calculated by 
genes missed at MedGene (26)/total number of nonoverlapping 
genes in other databases (285). 

there were several public databases that link genes to breast 
cancer. We compared the list of breast cancer-related genes 
from MedGene to these databases, illustrated in Figure 1. 
Among the 285 distinct breast cancer- related genes that were 
supported by at least one literature citation in these hand- 
curated databases, 26 were absent from MedGene. suggesting 
a false negative rate of approximately 9%. To determine why 
these were missed, all literature references for these genes (80 
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papers) were reviewed manually (see ihe Supporting Informa- 
tion. Supplemental Table 2, or visit hUp://hipseq.med. 
harvard.edu/MedGene/publication/s_Table 2.html). Among 
these papers, most false negatives were caused by nonstandard 
gene terms or gene terms eliminated by our specificity fillers. 
Few genes were missed because they were only mentioned in 
review papers (0.4%) or they appeared only in the body of the 
manuscript but not the abstract or title (1.1%). Of note. 
MedGene identified approximately 2000 additional breast 
cancer-related genes not listed in any other database. 

To assess the false positive error rate, two complementary 
approaches were used: a detailed analysis of one disease and 
a global examination of 1000 diseases. The detailed approach 
examined the false positive error rate and its sources, whereas 
the global approach tested whether the overall results made 
biomedical sense. 

Using the LPF, 1467 genes related to prostate cancer were 
assembled in rank order. We then retrieved approximately 300 
Medline records each for the highest ranked 100 and the lowest 
ranked 200 genes and manually reviewed the titles and 
abstracts to determine the verity of the association. Nearly 80% 
of the highest ranked 100 genes fell into one of the five 
categories that reflect meaningful gene-disease relationships 
(see the Supporting Information. Supplemental Table 3. or visit 
http://hipseq.med.harvard.edu/MedGene/publication/ 
sJTable 3.html). Among the lowest ranked 200 genes, ap- 
proximately 70% reflected true relationships. Of the 600 records 
reviewed, there were only two in which the association between 
the gene and the disease was described as negative. Both were 
genes with very low scores. In both cases, the authors did not 
argue the absence of any relationship, but rather that a 
particular feature of the gene or protein was not shown to be 
related to human prostate cancer. aM 

The coincidence of some gene symbols with medical ab- 
breviations, chemical abbreviations and biological abbrevia- 
tions resulted in most of the false positives (see the Supporting 
Information, Supplemental Table 4, or visit http://hipse- 
q.med.harvard.edu/MedGene/publication/s.Table 4.html), em- 
phasizing the importance of the filters that were added in the 
search algorithm (Table 1). Without the filters, the false positive 
rate more than doubled, and the false negative rate rose 
dramatically (data not shown). For example, among the papers 
about breast cancer, there were only 12 Medline records that 
referred to ESRl and 10 to ESR2, whereas almost 2000 papers 
mentioned estrogen receptor without specifying ESRl or ESR2 
this latter group was detected by the, family stem term filter. 

To further validate these results, a global analysis of the gene- 
disease relationships described by MedGene was performed. 

— For this-experimentr it-was-reasoned-that-the more-closely 

related the diseases are to one another, the more they will be 
related to the same gene sets. Thus, if the relationships defined 
by MedGene accurately reflected the literature, then an unsu- 
pervised hierarchical clustering of the gene data should group 
diseases in a manner consistent with common medical think- 
ing. Conversely, if the clustered diseases do not make sense 
biologically or medically, it may reflect excessive false positives, 
false negatives, or inappropriate scoring of the data. 

To execute this experiment, the gene sets and the corre- 
sponding LPF values for 1000 randomly selected diseases (each 
with at least 50 gene relationships) were used as a dataset for 
clustering the diseases. A review of the results showed that the 
resulting disease clusters were indeed logical based upon 
common medical knowledge (see the Supporting Information. 
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Supplemental Figure 1, or visit http://hipseq.med.harvard.edu/ 
MedGene/publication/sJRigure l.html). For example, in one 
such cluster shown in Figure 2, diabetes and its complications 
grouped together and were also closely linked to diseases 
associated with starvation states. 

The number of genes associated with a given disease can 
be estimated by adjusting the MedGene number up by the false 
negative rate (-9%) and down by the false positive rate H26% 
on average). Using this, the average disease has 103.7 ± 45.3 
(mean ± s.d.) genes associated with it. although the range is 
quite broad with 2359 genes related to breast cancer. 2122 
genes related to lung cancer and no genes related to a number 
of diseases. 

Applying MedGene to the Analysis of Large Datasets. Access 
to a comprehensive summary of the genes linked to human 
diseases provided an opportunity to analyze data obtained from 
a high-throughput experiment. We compared the MedGene 
breast cancer gene list to a gene expression data set generated 
from a micro-array analysis comparing breast cancer and 
normal breast tissue samples. Micro-array analysis identified 
2286 genes that had greater than a 1-fold difference in mean 
expression level between breast cancer samples and normal 
breast samples. Using MedGene, we sorted the 2286 genes into 
four classes: 555 genes directly linked to breast cancer in the 
literature by gene term search (first-degree association by gene 
name); 328 genes directly linked by family term search (first- 
degree association by family term); 1021 genes linked to breast 
cancer only through other breast cancer genes (second -degree 
association); and 505 genes not previously associated with 
breast cancer. (See the Supporting Information. Supplemental 
Figure 2. or visit http://hipseq.med.harvard.edu/MedGene/ 
publication/s.Figure 2.himl.) Among, the 505 previously un- 
related genes, 467 were either newly identified genes or genes 
that had not previously been associated with any disease. 
Among the remaining 38 genes, 9 had been related to other 
cancers, specifically esophageal, colon, uterine, skin, and cervix. 

To determine whether the genes highlighted by the micro- 
array analysis were more likely to have been previously linked 
to breast cancer in the literature, we created a two-dimensional 
plot of the fold change of expression level between breast 
cancer and normal tissue versus the literature score (LPF) 
(Figure 3A). There was a broad spread of expression changes 
among the genes directly linked to breast cancer ranging from 
less than 1-foid change (68%) to over 40-fold (0.3%). Notably, 
the majority of genes with greater than 10-fold expression 
changes were linked to breast cancer by first-degree associa- 
tion. 

Among all 754 genes directly linked to breast cancer in the 
-literature.-therfr-was no correlation between LPF and m icro- 
array fold change (r = 0.018, p-vaiue = 0.62). However, when 
we stratified the analysis based on the magnitude of the fold 
change, we observed an increasing trend in correlation (Figure 
3B) suggesting that genes with a more substantial change in 
expression level were more likely to have a stronger association 
in the literature. For genes that had 10-fold change or more in 
expression level, the correlation increased to 0.4 1 (p-value = 
0.05). 

When we evaluated the micro-array data separately for ER 
positive and ER negative tumors, the trend in correlation 
between fold change and literature score was highly dependent 
on estrogen receptor status. Interestingly, there was a similar 
trend in correlation for ER positive tumors, but no trend in 
correlation for ER negative tumors. 
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Figure 2. Global validation by clustering analysis. 2(A). The gene sets and the corresponding LPF values for 1000 diseases, each with 
at least 50 gene relationships, were used in an unsupervised clustering of the diseases based on the gene patterns associated with 
them. A sample of the data is shown here. 2(B). One of the resulting clusters is shown that corresponds to blood sugar states. Diabetes 
terms (above the line) and starvation states terms (under the line) clustered together. Within these groups, there is also clustering of 
diabetic small vessel complications, altered serum chemistries, nutritional disorders. etc.($upplemental Figure 1: http://hipseq.med. 
harvard.edu/MedGene/publication/s_Figure 1 .html). 

Finally, to validate our findings, we computed similar cor- disease unrelated to breast cancer. As expected, we did not 
relations between the breast cancer expression data and observe an increasing trend in correlation for hyperten- 
IPF scores generated by MedGene for hypertension, a sion. 
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Figure 3. Relationship between literature score and functional data for breast cancer. 3A. The data from an expression analysis of 
samples for breast tumors and normal breast tissue were analyzed to indicate the fold difference of expression level between breast 
tumor and normal sample (cutoff > 3-fold change). The fold changes were plotted against the literature score for the same gene set. 
Green dots represent first-degree association by gene search, blue dots represent first-degree association by family search and red 
dots represent no-association. Some well-studied genes, such as BRCA2 (pink circle), are not reflected by a substantial difference in 
expression level. Furthermore, the majority of genes that have no association with breast cancer in the literature had less than 10-fold 
expression changes (shaded area). 3B. The Spearman rank-correlation coefficients between literature score (LPF) and the fold change 
of expression level between tumor and normal breast samples (y-axis) in relation to the amount of fold change of expression level 
(x-axts). Gene rank lists were generated for breast cancer (blue) and hypertension (pink). Correlations were also computed between 
the breast cancer gene LPF scores and fold change expression data among estrogen receptor positive tumors only (light blue) and 
estrogen receptor negative tumors only (purple). 
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Table 2. Top 25 Genes Related to Selected Human Diseases* 




breast neoplasms 


hypertension 


rheumatoid arthritis 


bipolar disorder 


atherosclerosis 


. — 1 

estrogen receptor 


REN 


— — rr 

RA 


ERDAl 


apolipoprotein 




DBP 


TNFRSFIOA 


SNAP29 


APOE 




LEP 


CRP 


PFKL 


LDLR 


BRCAl 


ACT 


AS 


DR02 


ELN 


tSt\\*>n£ 


INS 


ESRI 


TRH 


ARC1 




It nllikrpin 


HLA-DRBl 


IMPA2 


APOB 


CYP19 


ACE 


DRI 


HTR3A 


APOAt 


TFFI 


endothelin 


UHcl ICUKHl 


DRD3 


MSRl 


rOCfyc 




TNF 


REM 


LPL 


TP1 ? 


BDK 


IL6 


KCNN3 ' 


P0N1 








plasminogen 


LCJJ 


DIANPH 


collagen 


DRD4 


activator inhibitor 




SARI 


ILIA 


HTR2C 


PLC 








vascular cell 




PIH 


ACR 


RELN 


adhesion molecule 


cyclin 




TNFRSF12 


DBH 


ATOHI 




ALB 


112 


MAO A 


VWF 


cathepsin 


x^trl IOC 


CHJ3L I 


COMT 


INS 


ERBB4 


AAA TPR 

tvtn I CO 


IL8 ~ " ' 


HTR2A 


ARC2 




angiotensin 




SYNJ1 


ABCAI 


TDA KA 




intprl^ukin 1 

II ll^l **■ WM1 ■ i 

matrix 


CCNDl 


AOlRc 


metalloproteinase 


INPPi 


OLRl 


ECF 


hlPPA 


int*>rfpmn 

II IICI lv> Ul 1 


NEDD4L 


collagen 


MUCl 


LVM 


CD68 


FRA13C 


MCP 






transducer of 




insulin-like 


DBH 


IL4 


ERBB2 


lipoprotein 


BCL2 


NPY 


IL17 


BAIAP3 


AP0A2 








Intercellular 


mucin 


POMC 


MMP3 


ATPIB3 


adhesion molecule 


FCF3 


neuropeptide 


SIL 


DR05 


RAB27A 



* MedGene results for the top 25 genes associated with breast neoplasms, hypertension, rheumatoid arthritis, bipolar disorder, and atherosclerosis, respectively, 
ranked by LPF scores. The hyperlink to all the papers co-clting the gene and the disease is available at MedCene website (http://hlpseq.med harvard.edu/ 
MedCene/). V 



Discussion 

The Human Genome Project heralded a new et a in biological 
research where the emphasis on understanding specific path- 
ways has expanded to global studies of genomic organization 
and biological systems. High-throughput technologies can 
provide novel insight into comprehensive biological function 
but also introduces new challenges. The utility of these 
technologies is limited to the ability to generate, analyze, and 
interpret large gene lists. MedGene, a relational database 
derived by mining the information in Medline; was created to 
address this need. MedGene users can query for a rank-ordered 
list of human gene-disease relationships (Table 2) for one or 
more diseases. Each entry is hyperlinked to the original papers 
supporting each association and to other relevant databases. 

MedGene is an innovative extension of previous text mining 
approaches. Perez-I ratxeta et al. used the GO an notati on a nd 
their chromosomal locations to predict genes that may con- 
tribute to inherited disorders. 8 MedGene takes a broader view 
and includes all diseases and all possible gene-disease relation- 
ships. Furthermore. MedGene utilizes co-citation to indicate a 
relationship rather than GO annotation, which is limited to the 
subset of genes that have GO annotation. Our approach is 
complementary to that taken by Chaussabel and Sher, who 
used the frequency of co-cited terms to cluster genes into a 
hierarchy of gene-gene relationships. 6 

A unique aspect of this tool is the ability to assess the relative 
strengths of gene-disease relationships based on the frequency 
of both co-citation and single citation. This presupposes that 
most co-citations describe a positive association, often referred 
to as publication bias 15 and is supported by our observations 



that negative associations are rare (Supplemental Table 3: 
http://hipseq.mcd.harvard.edu/MedGene/publication/s_Ta- 
ble 3.html). Of course, relationships established by frequency 
of co-citation do not necessarily represent a true biological link: 
however, it is strong evidence to support a true relationship. 

Another important feature of MedGene is the implementa- 
tion of software filters that substantially reduced the error rate. 
We estimate that less than 10% of all associations were missed 
and at least 70% of even the weakest associations were real. 
For this study, all of the filters that we applied were general 
ones, e.g., expanding the list of all gene names to address the 
different syntax forms used by different journals, eliminating 
gene names that correspond to common English words, etc. 
The majority of the remaining search term ambiguities were 
idiosyncratic and difficult to identify systematically without 
causing a significant rise in false negatives. Alternative ap- 
_ proaches, su ch as t he e xam ination of the nearest neighbor 
terms, need to be considered to further reduce the false positive 
rate. 

H is not uncommon to see expression changes in micro- 
array experiments as small as 2-fold reported in the literature. 
Even when these expression changes are statistically significant, 
it is not always clear if they are biologically meaningful. When 
comparing expression levels of disease to normal tissue, one 
expects an enrichment of known disease- related genes to 
appear in the altered expression group. MedGene provided a 
unique opportunity to test this notion in the context of existing 
knowledge on a novel breast cancer micro-array dataset. For 
genes displaying a 5-fold change or less in tumors compared 
to normal, there was no evidence of a correlation between 
altered gene expression and a known role in the disease. This 
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Table 3. Genes with Large Expulsion Changes In ER- but 
Not In ER+ Breast Tumors 



gene symbol 


fold change (ER+) 


fold change (ER-) 


KRTHBl 


1.0 


610.8 


BRS3 


1.2 


89.4 


DKK1 


1.2 


69.8 


ZICl 


1,9 


59.6 


Tip I 


1.0 


38.5 


KIAA0680 


2.6 


33.2 


CDKN3 


1.0 


30.6 


EBI2 


4.0 


27.9 


GZMB 


3.8 


21.9 


j i r\ I q 


4.7 


18.6 


CPR49 


i.o 


14.6 




1.6 


14.4 




-1.0 


13.5 


PHI F? 


4.2 


n n 

I o.u 




4.4 


12 Q 


RC1 PI 11 


-1.2 


12.3 


LRP8 


2,9 


12.2 




1,0 


1 1.8 


CCNF2 


4.0 


1 1.6 


FGB 


-4,3 


11.1 




2.9 


10.9 


H1F5 


3.0 


10.2 


SFRP1NH? 


4.6 


10.2 


YAP1 


1.0 


10.0 


LPHB 


-1.3 


-10 4 


TCEA2 


-11 


-10.8 


TFFi 


1,3 


-11.4 


COL17AJ 


-4.1 


-15.7 


POPS 


1.1 


-16.2 


BPAGl 


-4.6 


-22.3 


PDZK1 


-1.1 


-36.8 


VEGFC 


-2.8 


-51.5 


MUC6 


-1.4 


-64.9 


SERPINA5 


-1.0 


-83.1 


MElSl 


-1.6 


-85.9 


CAI2 


2.4 


-150.3 



Table 3. Med Gone identified a set of relatively understudied, yet highly 
expressed genes in ER negative, but not ER positive breast tumors. All of 
these genes have either never been co -cited with breast cancer or have a 
weak association except those marked with an \ 



reflects the many genes whose role in breast cancer may not 
involve large changes in expression in sporadic tumors (e.g., 
BRCA1 and BRCA2) and genes whose modest changes in 
expression may be unrelated to the disease. Strikingly, among 
genes with a 10-fold change or more in expression level, there 
was a strong and significant correlation between expression 
level and a published role in the disease, providing the first 
global validation of the micro-array approach to identifying 
disease-specific genes. 

The results derived from MedGene have two implications. 
First, a careful hunt for corroborating evidence of a role in 
breast cancer should precede any further study of genes with 
less than 5-fold expression level changes. Second, any genes 
with 10-fold changes or more are likely to be related to breast 
cancer and warrant attention. It is likely that this threshold will 
change depending on the disease as well as the experiment. 

Interestingly, the observed correlation was only found among 
ER-positive tumors, not ER-negative. This may reflect a bias 
in the literature to study the more prevalent type of tumor in 
the population. Furthermore, this emphasizes that caution 
must be taken when interpreting experiments that may contain 
subpopulations that behave very differently. The MedGene 
approach identified a set of relatively understudied, yet highly 
expressed genes in ER-negative tumors that are worthy of 
further examination (Table 3). 
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In conclusion.^rc have developed an automated method of 
summarizing and organizing the vast biomedical literature. To 
our knowledge, the resulting database is the most comprehen- 
sive and accurate of its kind. By generating a score thai reflects 
the strength of the association, it provides an important tool 
for the rapid and flexible analysis of large datascts from various 
high- throughput screening experiments. Furthermore, it can 
be used for selecting subsets of genes for functional studies, 
for building disease-specific arrays, for looking at genes com- 
mon to multiple diseases and various other high-throughput 
applications. In the future, it will be possible to enhance the 
utility of the MedGene database by building links between 
genes and other MeSH terms as well as other biological 
processes and concepts, such as cell division and responses to 
small molecules. 
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